(12) United States Patent

(10) Patent No.:

US006455253B1

US 6,455,253 Bl

Patten et al. 45) Date of Patent: Sep. 24, 2002
(54) METHODS AND COMPOSITIONS FOR 5,512.463 A 4/1996 Stemmer
POLYPEPTIDE ENGINEERING 5,514,568 A 5/1996  Stemmer
5,514,588 A 5/1996 Varadaraj
(75) Inventors: Phillip A. Patten, Mountain View; 5,521,077 A 5/1996  Khosla et al.
Willem P. C. Stemmer, LLos Gatos, 5,223,388 A 6/1996  Huse
both of CA (US) 5,525,486 A 6/1996 Honjo et al.
5,538,868 A 7/1996 Horn et al.
_ _ 5,541,309 A 7/1996 Prasher
(73) Assignee: Maxygen, Inc., Redwood City, CA 5541311 A 7/1996 Dahlberg et al.
(US) 5547859 A 81996 Goodman et al.
_ _ _ _ _ 5,556,772 A 9/1996 Sorge et al.
(*) Notice: Subject to any disclaimer, the term of this 5,565,332 A 10/1996 Hoogenboom et al.
patent 1s extended or adjusted under 35 5574205 A 11/1996 Kucherlapati et al.
US.C. 154(b) by 0 days_ 5,605,793 A 2/1997 Stemmer
5,629,179 A 5/1997 Mierendort et al.
| 5652116 A 7/1997 Grandi et al.
(21)  Appl. No.: 09/559,565 5665859 A 9/1997 Wallach et al.
(22) Filed: Apr. 27, 2000 5,667,974 A 9/1997 Birkenmeyer et al.
’ 5698426 A 12/1997 Huse
T 5,708,153 A 1/1998 Dower et al.
Related U.S. Application Data 5714316 A 21008 Weiner et al.
(63) Continuation of application No. 08/769,062, filed on Dec. g’;ﬁ’ggi i 3/1998 Kauffman et al.
18, 1996, now Pat. No. 6,335,160. /41, /1998 - Hasrtup et al.
7 7 T 5,750,373 A 5/1998 Garrard et al.
(51) Int.CL7 ..o, C12Q 1/68; C12P 19/34, 5,756,316 A 5/1998 Schellenberger
CO7H 21/04; A61K 38/00; A61K 14/00 5,763,192 A 6/1998 Kauffman et al.
(52) US.CL oo, 435/6; 435/69.1; 435/91.2; g;gg;‘gj i gﬁggg ?“5‘; 4351721
435/252.3; 435/252.33; 435/463; 435/471; S A7 HEODD v '
_ ! ! ,783, /1998 Peterson et al.
(58) Field of Search ......................... 435/6, 91.2, 69.1, 5,795,747 A 8/1998 Henco
435/252.3, 252.33, 463, 471, 320.1; 530/300, 5,808,022 A 9/1998 Huse
350; 536/23.1 _ ,
(List continued on next page.)
(56) Reterences Cited FOREIGN PATENT DOCUMENTS
U.S. PATENT DOCUMENTS AU 732146 6/1998
: AU 724698 10/1998
3,817,837 A 6/1974 Rubenstein et al.
3,850,752 A 11/1974 Schuurs et al. AU 703204 31299
3,996,345 A 12/1976 Ullman et al.
4.275,149 A 6/1981 Litman et al. OTHER PUBLICAITONS
4277437 A 7/1981 Maggio o
4366241 A 12/1982 Tom et al. Cadwell et al., “Randomization of Gene by PCR Mutagen-
4,683,202 A 7/1987 Mullis es1s” Research, PCR Methods and Applications, pp. 2833
4,766,106 A * §/1988 Katre et al. ......cc.c......... 514/12 (1992).
4,795,699 A 1/1989 Tabor et al. Crameri et al., “Construction and Evolution of Anti-
4,800,159 A 1/1989 Mullis et al. body—Phage Libraries by DNA Shuffling” Nature Medicine
4902502 A * 211990 Nitocki o a. oy 2ADH00-102 (1996)
4065188 A 1 O§1990 Nf:;’fi;;’ta? o / Mandecki et al., Foki Method of Gene Synthesis (Recom-
4"99 4?368 A 21991 Goodman e‘t o binant DNA; Oligodeoxyribonucleotide; Bridge Mutagen-
5:0232171 A 6/1991 Ho ' esis; Cloning; Gene Assembly; HIV) Gene 68:101-107
5043272 A 81991 Hartley (1988).
5,093,257 A 3/1992 Gray : :
5,176,995 A 1/1993 Sninsky et al. (List continued on next page.)
gégﬂggg : é/ iggg g[mgz ot ol Primary Examiner—Stephanie Zitomer
S 34 824 A 8? 1903 M?flli: ct al. (74) Attorney, Agent, or Firm—Norman J. Kruse;
5?26 4?563 A 11/1993 Huse Christopher C. Sappenfield; Quine Intellectual Property
5279952 A 1/1994 Wu Law Group, P.C.
5,314,809 A 5/1994 Erlich et al.
5316935 A 5/1994 Arnold et al. (57) ABSTRACT
5,360,728 A 1171994 Prasher Mecthods are provided for the evolution of proteins of
5?418?149 A F 5/1995 Gﬁlfﬂﬂd ct Ell. ............ 435/912 . d . 1 d h t 1 . t t . 1 d th d
5422266 A * 6/1995 Cromier et al. ........ 435/252.3  GUSHTIAL 4l pUamacCUical MICIEst, IMEEing metnots
S 477930 A 6/1995 Birkenmeyer et al for effecting recombination and selection. Compositions
5 408 531 A 3/1996 Jarrell | produced by these methods are also disclosed.
5,501,962 A 3/1996 Bradford-Goldberg et al.
5,502,167 A 3/1996 Waldmann 37 Claims, 8 Drawing Sheets



US 6,455,253 Bl

Page 2
U.S. PATENT DOCUMENTS EP 0 544 809 B1  12/1998
# EP 0 563 296 Bl 3/1999
5?8?15238 A * 9/1998 Stemmer et al. ............... 435/6 P 0 911 396 A3 4/1999
5?8:h4,,476 A 9/1998 Kauffman et al. EP 0 911 396 A2 4/1999
5,817,483 A 10/1998 Kauffman et al. Ep 0 557 266 Bl 1/2000
5.824 485 A 10/1998 Thompson et al. op 1 004 108 A2 42001
5,824,496 A 10/1998 Horwitz et al.
5824514 A 10/1998 Kauffman et al. kP 1094108 A3 4/2001
5830696 A 11/1998 Short GB 2183661 A~ 6/1987
5830,721 A 11/1998 Stemmer et al. GB 2 183 661 6/1987
5834252 A 11/1998 Stemmer et al. IP 04 229 200 /1992
5.837.458 A 11/1998 Minshull et al. WO WO 86/05803 10/1986
5,837,500 A 11/1998 Ladner et al. WO WO §9/06694 Al 7/1989
5,843,643 A 12/1998 Ratner WO WO 90/00626 1/1990
5,851,813 A 12/1998 Desrosiers WO WO 90/07576 7/1990
5.858.725 A 1/1999 Crowe et al. WO WO 90/14424 A1 11/1990
5,866,363 A 2/1999 Pieczenic WO WO 90/14430 11/1990
5.871.974 A 2/1999 Huse WO WO 91/00925 A1 1/1991
5,877,402 A 3/1999 Maliga et al. WO WO 91/01087 2/1991
5,885,813 A 3/1999 Davis et al. WO WO 91/06570 5/1991
5,928,905 A 7/1999 Stemmer et al. WO WO 91/07506 5/1991
2,939,250 A~ 8/1999 Short WO WO 91/15581 10/1991
?32252% ﬁ gﬁ }ggg gﬁljft WO WO 91/16427 10/1991
5,965,408 A 10/1999 Short WO WO 92/06176 Al 41992
WO WO 92/07075 4/1992
5,965415 A 10/1999 Radman et al. #
5976862 A * 11/1999 Kauffman et al. WO WO 92/1864> Al 10/1992
6001574 A 12/1999 Short WO WO 93/00447 Al 171993
6,004,788 A 12/1999 Short WO WO 93/01282 Al 1/1993
6,015,694 A 1/2000 Dubenskey et al. WO WO 93/02191 2/1993
6,030,779 A 2/2000 Short WO WO 93/06213 4/1993
6,051,049 A 4/2000 Hansen et al. WO WO 93/11237 6/1993
6,054,267 A 472000 Short WO WO 93/15208 8/1993
6,057,103 A 5/2000 Short WO WO 93/16192 8/1993
6,071,889 A 6/2000 Weiss et al. WO WO 93/18141 9/1993
6,074,853 A 6/2000 Pati et al. WO WO 93/18175 A1l 9/1993
6,087,177 A 7/2000 Wohlstadter WO WO 93/19172 Al 0/1993
6,093,873 A 7/2000 Chambon et al. WO WO 93/20227 A1l 10/1993
6,096,548 A 82000 Stemmer WO WO 93/24656 A1l 12/1993
6?114?115 A 9/2000 Wagnerj Jr. WO WO 93/25237 12/1993
6,117,679 A 0/2000 Stemmer WO WO 94/03596 2/1994
oLz A L0200 Senmer WO Wouutsn e
6.159.687 A 12/2000 Vind WO WO 94/09817 >/1994
# WO WO 94/11496 Al 5/1994
6,168,919 Bl  1/2001 Short
6.171.820 B1  1/2001 Short WO WO 94712305 6/1994
6,174,673 Bl 1/2001 Short et al. WO WO 94/12632 6/1994
6,177,263 Bl 1/2001 Arnold et al. WO WO 94/13304 6/1994
6,180,406 BL  1/2001 Stemmer WO WO 95/11995 5/1995
6,238,884 B1  5/2001 Short et al. WO WO 95/17413 6/1995
6,280,926 Bl 872001 Short WO WO 95/22625 8/1995
6,287,861 Bl 9/2001 Stemmer et al. WO WO 96/17056 6/1996
6,291,158 B1 9/2001 Winter et al. WO WO 96/33207 10/1996
6,291,161 Bl 9/2001 Lerner et al. WO WO 97/07205 2/1997
6,291,242 Bl 9/2001 Stemmer WO WO 97/07206 271997
6,297,053 B1 10/2001 Stemmer WO WO 97/20078 6/1997
6,303,344 B1  10/2001 Patten et al. WO WO 97/20918 6/1997
WO WO 97/25410 7/1997
FOREIGN PATENT DOCUMENTS WO WO 97/35957 10/1997
WO WO 97/35966 10/1997
B 202066 Bl 1/1988 WO WO 97/46670 Al 12/1997
EP 0 316 018 A3 5/1989
, WO WO 98/01581 1/1998
EP 0 316 018 A2 5/1989
P 0 385 410 B1 1/1990 WO WO 98/13485 4/1998
EP 0397 463 A3 11/1990 WO WO 98/13487 4/1998
EP 0397 463 A2 11/1990 WO 98/27230 6/1998
FP 0 439 182 B1 7/1991 WO WO 98/28416 7/1998
EP 0 596 918 B1 5/1994 WO WO 98/41622 9/1998
EP 0 633 944 B1 1/1995 WO WO 98/41623 9/1998
EP 1 103 606 A2 12/1996 WO WO 98/41653 9/1998
EP 1 103 606 A3 12/1996 WO WO 98/42832 10/1998
EP 0 876 509 B1 11/1998 WO WO 99/20902 6/1999



US 6,455,253 B1
Page 3

OTHER PUBLICAITONS

Matthews et al., “Substrate Phage: Selection of Protease
Substrates by Monovalent Phage Display” Science
260:1113-1117 (1993).

O’Neil et al., “Phage Display: Protein Engineering by
Directed Evolution” Current Opinion 1n Structual Biology
5:443-449 (1995).

Reikofski et al., “Polymerase Chain Reaction (PCR) Tech-
niques for Site—Directed Mutagenesis”™ biotech. adv.
10:535-547 (1992).

Seed et al., “Molecular Cloning of the CD2 Antigen, The

T—Cell Erythrocyte Receptor, by a Rapid Immunoselection
Procedure” Proc. Natl. Acad. Sc1 USA 84:3365-3369

(1987).

Sweasy et al., “Detection and Characterization of Mamma-
lian DNA Polymerase p Mutants by Functional Comple-
mentation 1 Fscherichia Coli” Proc. Natl. Acad. Sc1. USA
90:4626—4630 (1993).

Markland et al. (1989) Protein Engineering 3(2):117-125.*
Pompon et al. (1989) Gene 83:15-24.*

Wetzel et al. (1990) Protein Engineering 3(4):301 abstract.™

An, S. et al., “Cloning, sequencing and tissue distribution of
two related G protem—coupled receptor candidates
expressed prominently 1n human lung tissue,” FEBS Letis.
375:121-124 (1995).

Andersson D.I. et al., “Muller’s ratchet decreases fitness of
a DNA-based microbe,” Proc. Natl. Acad. Sci. U.S.A.
93:906-907 (1996).

Barak, L.S. et al., “The Conserved Seven—Iransmembrane
Sequence NP(X), .Y of the G—Protein—Coupled Receptor
Supertamily Regulates Multiple Properties of the [B,—Adr-
energic Receptor,” Biochemistry 34:15407-15414 (1995).
Barnes, W.M., “PCR amplification of up to 35—kb DNA with
high fidelity and high yield from A bacteriophage tem-
plates,” Proc. Natl. Acad. Sci. U.S.A. 91:2216-2220 (1994).
Barry, M.A. et al., “Toward cell-targeting gene therapy
vectors: Selection of cell-binding peptides from random
peptide—presenting phage  libraries,” Nature Med.
2(3):299-305 (1996).

Benka, M.L. et al., “The thrombin receptor 1n human plate-
lets 1s coupled to a G'TP binding protein of the Ga, tamily,”
FEBS Letts. 363:49-52 (1995).

Berek, C. et al., “Mutation Drift and Repertoire Shift in the
Maturation of the Immune Response,” Immunological
Reviews 96:23-41 (1987).

Bird, R.E. et al., “Single—Chain Antigen—Binding Proteins,”
Science 242:423-426 (1988).

Broach, J.R. et al., “High—throughput screening for drug
discovery,” Nature Supp. 384:14-16 (1996).

Cadwell, R.C. et al., “Randomization of Genes by PCR
Mutagenesis,” PCR Methods and Applications 2:28-33
(1992).

Cantwell, C.A. et al., “Cloning and expression of a hybrd
Streptomyces clavuligerus cel E gene 1 Peniciilium
chrysogenum,” Curr. Genet. 17:213-221 (1990).

Chen, C.C.H. et al., “Structure of a Phosphonate—inhibited
B—Lactamase, An Analog of the Tetrahedral Transition State/
Intermediate of —-Lactam Hydrolysis,” J. Mol Biol.
234:165-178 (1993).

Chen, K. et al., “Tuning the activity of an enzyme for
unusual environments; Sequential random mutagenesis of

subtilisin E for catalysis in dimethyliformamide,” Proc. Natl.
Acad. Sci. U.S.A., 90:5618-5622 (1993).

Chong, S. et al., “Protein Splicing Involving the Saccharo-
myces cerevisine VMA Intemn,” J. Biol Chem.
271(36):22159-22168 (1996).

Courtney, L.P. et al.,, “An anti-IL-2 antibody increases
serum halflife and 1improves anti—tumor efficacy of human
recombinant interleukin—2,” Immunopharmacology
28:223-232 (1994).

Crameri, A. et al., “Construction and evolution of anti-
body—phage libraries by DNA shuflling,” Nature Medicine
2(1):100-102 (1996).

Crameri, A. et al., “Improved Green Fluorescent Protein by
Molecular Evolution Using DNA Shuftling,” Naiure Bio-
tech. 14:315-319 (1996).

Dangl, J.LL. et al., “Rapid Isolation of Cloned Isotype Switch
variants Using Fluorescence Activated Cell Sorting,”
Cytometry 2(6):395—401 (1982).

Dierick, H. et al., “Incorporation of DITP or 7—deaza dGTP
during PCR 1mproves sequencing of the product,” Nucl.
Acids Res. 21(18):4427-4428 (1993).

Duncan, R. et al., “Polymer Conjugates, Pharmacokinetic
Considerations for Design and Development,” Clin. Phar-

macokinet. 27(4):290-306 (1994).

Dunn, I.S., “Assemby of Functional Bacteriophage Lambda
Virions Incorporating C-Terminal Peptide or Protein
Fusions with the Major Tail Protemn,” J. Mol Biol.
248:497-506 (1995).

Fish, E.N. et al., “Human Leukocyte Interferon Subtypes
have Different Antiproliferative and Anfiviral Activies on
Human Cells,” Biochem. Biophys. Res. Commun.
112(2):537-546 (1983).

Gascoigne, N.R.J. et al., “Secretion of a chimeric T—cell

receptor—immunoglobulin protein,” Proc. Natl Acad. Sci.
U.S.A. 8§4:2936-2940 (1987).

Gates, C.M. et al., “Afhnity Selective Isolation of Ligands

from Peptide Libraries Through Display on a lac Repressor
‘Headpiece Dimer’” J. Mol. Biol. 255:373-386 (1996).

Gram, H. et al., “Phage display as a rapid gene expression
system: prodution of bioactive cytokine—phage and genera-
tion of neutralizing monoclonal antibodies,” J. Immunologi-

cal Methods 161:169-176 (1993).

Hartl, F.U., “Molecular chaperones in cellular protein fold-
ing,” Nature 381:571-580 (1996).

Higazi, A.A et al., “Single—Chain Urokinase—Type Plasmi-
nogen Activator Bound to 1ts Receptor 1s Relatively Resis-
tant to Plasminogen Activator Inhibitor Type 1,” Blood
87(9):3545-3549 (1996).
Hogan, J.C., “Directed combinatorial chemistry,” Nature
Supp. 384:17-19 (1996).

Holskin, B.P. et al., “A Continuous Fluorescence—Based
Assay of Human Cytomegalovirus Protease Using a Peptide

Substrate,” Anal. Biochem. 226:148—155 (1995).

Horisberger, M. A. et al., “Interferon—Alpha Hybrids,” Phar-
mac. Ther. 66(3):507-534 (1995).

Hu, R. et al., “Evidence for Multiple Binding Sites for
Several Components of Human Lymphoblastoid Inter-

feron—a,” J. Biol. Chem. 268(17):12591-12595 (1993).

Janda, K.D. et al., “Direct selection for a catalytic mecha-
nism from combinatorial antibody libraries,” Proc. Nail.

Acad. Sci. U.S.A. 91:2532-2536 (1994).

Kang, Y.S. et al., “Effects of Expression of Mammalian Go.
and Hybrid Mammalian—Yeast Ga. Proteins on the Yeast

Pheromone Response Signal Transduction Pathway,” Mol.
Cell Biol. 10(6):2582-2590 (1990).




US 6,455,253 B1
Page 4

Khosla, C. et al., “Generation of polyketide libraries via
combiantorial biosynthesis,” TIBTECH 14 (1996).

Kim, B. et al., “Human immunodeficiency virus reverse
trascriptase substitutes for DNA polymerase I in Escherichia
coli,” Proc. Natl. Acad. Sci. U.S.A. 92:684—688 (1995).
Kirpekar, F. et al., “7—Deaza Purine Bases Offer a Higher Ion
Stability 1n the Analysis of DNA by Matrix—assisted Laser
Desorption/lonization Mass Spectrometry,” Rapid Commii-
nications in Mass Spectrometry 9:525-531 (1995).

Kontsek, P, “Human Type I Interferons: Structure and
Function,” Acta Virologica 38:345-360 (1994).

Kristensen, C. et al., “A single—chain insulin—like growth
factor I/insulin hybrid binds with high affinity to the insulin
receptor,” Biochem. J. 305:981-986 (1995).

Langer, J.A. et al., “Binding of Human Alpha—Interferons to
Natural Killer Cells,” J. Interferon Res. 6:97-105 (1986).

Lathrop, R.H. et al., “Global Optimum Proetin Threading
with Gapped Alignment and Empirical Pair Score Func-

tions,” J. Mol. Biol. 255:641-665 (1996).

Levichkin, I.V. et al., “A New Approach to Construction of
Hybrid Genes: Homolog Recombination Method,” Mol.
Biol. 29(5):572-577 (1995).

L1, J. et al., “Single Chain Human Interleukin 5 and Its

Asymmetric Mutagenesis for Mapping Receptor Binding,
Sites,” J. Biol. Chem. 271(4):1817-1820 (1996).

Lotze, M.T. et al., “High—Dose Recobinant Interleukin 2 1n

the Treatment of Patients with Disseminated Cancer,” J.
Amer. Med. Assoc. 256(22):3117-3124 (1986).

Lundberg, K.S. et al., “High—fidelity amplification using a

thermostable DNA polymerase 1solated from Pyrococcus
furiosus,” Gene 108:1-6 (1991).

Mattheakis, L. C. et al., “As 1n vitro polysome display

system for identifying ligands from very large peptide
libraries,” Proc. Natl. Acad. Sci. US.A. 91:9022-9026

(1994).
Matthews, D.J. et al., “Substrate Phage: Selection of Pro-

tease Substrates by Monovalent Phage Display,” Science
260:1113-1117 (1993).

McCaflerty, J. et al., “Selection and Rapid Purification of
Murine Antibody Fragments That Bind a Transition—State

Analog by Phage Daisplay,” Applied Biochem. Biotech.
47:157-173 (1994).

Medberry, S.L. et al., “Intra—chromosomal rearrangements

ogenerated by Cre—lox site—specific recombination,” Nucl.
Acids Res. 23(3):485—-490 (1995).

Meister, A. et al., “Biological Activities and Receptor Bind-
ing of Two Human Recombinant Interferons and their

Hybrids,” J. Gen. Virol. 67:1633-1643 (1986).

Metcalf, W.W. et al., “Mutational Analysis of an Escherichia
coli Fourteen—Gene Operon for Phosphonate Degradation,

Using, TnphoA’ Elements,” J. Bacteriology
175(11):3430-3442 (1993).

Northrup, J.P. et al., “Characterization of the Nuclear and

Cytoplasmic Components of the Lymphoid-specific a
Nuclear Factor of Activated T Cells (NF-AT) Complex,” J.

Biol. Chem. 268(4):2917-2923 (1993).

Niirnberg, B. et al., “Receptors and G proteins as primary
components of transmembrane signal transduction,” J. Mol.

Med. 73:123-132 (1995).

Ohnishi, H. et al., “Prolongation of Serum Half—Life of
Interleukin 2 and Augmentation of Lymphokine—activated
Killer Cell Activity by Pepstatin in Mice,” Canc. Res.
50:1107-1112 (1990).

O’Neil, K.T. et al., “Phage display: protein engineering by
directed evolution,” Curr. Op. Struct. Biol 5:443-449
(1995).

Ortaldo, J.R. et al., “A species of human ¢ interferon that
lacks the ability to boost human natural killer activity,” Proc.

Natl. Acad. Sci. U.S.A. 81:4926—4929 (1984).

Overall, M.L. et al., “Different Interactions of Interferon—c
Subtypes at the Surface of Epithelial and Lymphoid Cells,”
J. Interferon Res. 12:281-288 (1992).

Ozes, O.N. et al., “A Comparison of Interferon—Conl with
Natural Recombinant Interferons—c.: Antiviral, Antiprolif-
erative, and Natural Killer—Inducing Activities,” J. Inter-
feron Res. 12:55-59 (1992).

Panka, D.J. et al., “Variable region framework differences
result 1n decreased or increased afhinity of wvariant

anti—digoxin antibodies,” Proc. Natl. Acad Sci. U.S.A.
85:3080-3084 (1988).
Papas, T.S. et al., “Nucleotide Sequence and Organization of

the Transforming Region and Large Terminal Redundancies
(LTR) of Avian Myeloblastosis (AMV),” J. Cell. Biochem.

20:95-103 (1982).
Parker, L.T. et al., “Peak Height Variations in Automated

Sequencing of PCR Products Using Taq Dye—Terminator
Chemistry,” Biolechniques 19(1):116—121 (1995).

Patten, P.A. et al., “The Immunological Evolution of Cataly-
sis,” Science 271:1086—1091 (1996).

Pérez—Pérez, J. et al., “Increasing the Efficiency of Protein
Export 1n FEscherichia coli,” Biotechnology 12:178-180
(1994).

Pérez—Pérez, J. et al., “DNAK/DNAJ Supplementation
Improves the Periplasmic Production of Human Granulo-

cyte—Colony Stimulating Factor in Escherichia coli,” Bio-
chem. Biophys. Res. Commun. 210(2):524-529 (1995).

Post, G.R. et al., “G Protein—coupled receptors and signaling

pathways regulating growth responses,” IASEB J.
10:741-749 (1996).

Price, L.A. et al., “Functional Coupling of a Mammalian

Somatostatin Receptor to the Yeast Pheromone Response
Pathway,” Mol. Cell Biol. 15(11):6188—6195 (1995).

Pugsley, A.P., “The Complete General Secretory Pathway 1n
Gram—Negative Bacteria,” Microbiol. Rev. 57(1):50-108

(1993).
Ranu, R.S., “DNA Sequencing with ATag® DNA Poly-
merase,” Biolechniques 18(3):390-395 (1995).

Raport, C.J. et al., “The orphan G—protein—coupled recep-
tor—encoding gene V28 1s closely related to genes for
chemokine receptors and 1s expressed 1n lymphoid and

neural tissues,” Gene 163:295-299 (1995).

Rashtchian, A., “Novel methods for cloning and engineering
ogenes using the polymerase chain reaction,” Current Op

Biotech. 6:30-36 (1995).

Reisine, T. et al., “Molecular Mechanisms of Opiate Recep-

tor Coupling to G Proteins and Effector Systems,” Annals
N.Y. Acad. Sci. 780:168-175 (1996).

Rohlmann, A. et al., “Sustained somatic gene 1nactivation by

viral transter of Cre recombinase,” Nature Biotechnology
14:1562-1565 (1996).

Rosenberg, A.H. et al., “Effects of Consecutive AGG
Codons on Translation 1n Escherichia coli, Demonstrated
with a Versatile Codon Test System,” J. Bacteriology
175(3):716-722 (1993).

Saggio, I. et al., “Functional phage display of ciliary neu-
rotrophic factor,” Gene 152:35-39 (1995).




US 6,455,253 Bl
Page 5

Sandkvist, M. et al., “Secretion of recombinant proteins by
Gram—negative bacteria,” Current Op. Biotech. 7:505-511
(1996).

Sauer, B. et al., “Site—specific DNA recombination in mam-

malian cells by the Cre recombinase of bacteriophage P1,”
Proc. Natl. Acad. Sci. U.S.A. 85:5166-5170 (1988).

Schatz, P.J. et al., “Genetic Analysis of Protein Export in
Escherichia coli,” Ann. Rev. Genet. 24:215-248 (1990).

Scheidl, T.M. et al., “Automated Fluorescent Dye—Termi-
nator Sequencing of G+C—Rich Tracts with the Aid of
Dimethyl Sulfoxide,” Biotechniques 19:691-694 (1995).

Sced, B. et al., “Molecular cloning of the CD2 antigen, the

T—cell erthyrocyte receptor, by a rapid immunoselection
procedure,” Proc. Natl. Acad. Sci. U.S.A. 84:3365-3369

(1987).

Seed, B., Developments 1n expression cloning, Current Op.
Biortech. 6:567-573 (1995).

Scto, D. et al., “DMSO resolves certain compressions and
signal dropouts 1n fluorescent dye labeled primer—based

DNA sequencing reactions,” DNA Sequence 5:131-140
(1995).
Shenker, A., “G Protemm—oupled receptor structure and

function: the 1mpact of disease—causing mutations,”
Baillieres Clin. Endo. Metab. 9(3):427-451 (1995).

Siderovski, D.P. et al.,, “A new family of regulators of
G—protein—coupled receptors?” Current  Biology
6(2):211-212 (1996).

Simonen, M. et al., “Protein Secretion 1n Bacillus Species,”
Microbiol. Rev. 57(1):109-137 (1993).

Skatrud, P.L. et al., “Geneftic engineering of f—lactam anti-

biotic biosynthetic pathways 1 {filamentous fungi,”
TIBTECH 10:324-329 (1992).

Skerra, A. et al., “Filter Screening of Antibody Fab Frag-
ments Secreted from Individual Bacterial Colonies: Speciiic

Detection of Antigen Binding with a Two—Membrane Sys-
tem,” Anal. Biochem. 196:151-155 (1991).

Smirnov, Y.V. et al., “Synthesis in Fscherichia coli and a
Rapid Method of Isolating High—Activity Recombinant His,
DNA Polymerase from Thermus aquaticus,” Russian J.

Bioorganic Chem. 21(5):341-342 (1995).

Smith, L.M., “Sequence from spectrometry: A realistic pros-
pect,” Nature Biotechnology 14:1084—1087 (1996).

Smith, R.A.G. et al., “Chemical derivatization of therapeutic
proteins,” TIBTECH 11:397-403 (1993).

Solar, I. et al., “Linker modification introduces useful
molecular instability in a single chain antibody,” Protein
Engineering 8(7):717-723 (1995).

Song, Z.H. et al., “Molecular Cloning and Chromosomal

Localization of Human Genes Encoding Three Closely
Related G Protein—Coupled Receptors,” Genomics

28:347-349 (1995).

Spiegel, A.M., “Defects in G Protein—Coupled Signal Trans-
duction in Human Disease,” Ann. Rev. Physiol. 58:143-1770
(1995).

Spiegel, A.M., “Genetic Bases of Endocrine Disease,” J.
Clin. Endocrin. Metab. 81(7):2434-2442 (1996).

Stemmer, W.P.C., “Rapid evolution of a protein in vitro by
DNA shuffling,” Nature 370:389-391 (1994).

Stemmer, W.P.C., “DNA shuffling by random fragmentation

and reassembly: In vitro recombination for molecular evo-
lution,” Proc. Natl. Acad. Sci. US.A. 91:10747-10751
(1994).

Stemmer, W.P.C., “Searching Sequence Space, Using
recombination to search more efficiently and thoroughly
instead of making bigger combinatorial libraries,” Biotech-

nology 13:549-553 (1995).

Stemmer, W.P.C. et al., “Single—step assembly of a gene and
entire plasmid from large numbers of oligodeoxyribonucle-
otides,” Gene 164:49-53 (1995).

Stemmer, W.P.C., “The Evolution of Molecular Computa-
tion,” Science 270:1510 (1995).

Strader, C.D. et al., “The family of G—protein—coupled
receptors,” FASEB J. 9:745-754 (1995).

Sweasy, J.B. et al., “Detection and characterization of mam-
malian DNA polymerase 3 mutants by functional comple-
mentation in Escherichia coli,” Proc. Natl. Acad. Sci. U.S.A.
90:4626—-4630 (1993).

Sweasy, J.B. et al., “DNA Polymerase 3 Can Substitute for
DNA Polymerase I 1n the Initiation of Plasmid DNA Rep-
lication,” J. Bacteriology 177(10:2923-2925 (1995).

Su, S.S. et al., “Escherichia coli mutS—encoded protein
binds to mismatched DNA base pairs,” Proc. Natl. Acad. Sci.
U.S.A. 83:5057-5061 (1986).

Suzuki, M. et al., “Random mutagenesis of Thermus aquati-
cus DNA polymerase I: Concordance of immutable sites in
vivo with the crystal structure,” Proc. Natl. Acad. Sci. U.S.A.
93:9670-9675 (1996).

Tabor S. et al., “DNA Sequence Analysis with a Modified
Bacteriophage T7 DNA polymerase,” J. Biol. Chem.
265(14):8322-8328 (1990).

Théze, J. et al., “Interleukin 2 and its receptors: recent
advances and new i1mmunological functions,” Immunol.

Today 17(10):481-486 (1996).

Turner, S.L. et al., “Use of Deoxyinosine in PCR to Improve
Amplification of GC-Rich DNA,” Biotechniques
19(1):48-52 (1995).

von der Osten, C. et al., “Protein engineering of subtilisins
to 1mprove stability in detergent formulations,” J. Biofech.
28:55-68 (1993).

Wagner, R. et al., “Mutation detection using immobilized
mismatch binding protein (MutS),” Nucl. Acids Res.
23(19):3944-3948 (1995).

Wall, J.G. et al., “Effects of overexpressing folding modu-
lators on the 1n vivo folding of heterologous proteins in
Escherichia coli,” Current Op. Biotech. 6:507-516 (1995).

Weck, PK. et al., “Comparison of the Antiviral Activities of
Various Cloned Human Interferon—o. Subtypes in Mamma-

lian Cell Cultures,” J. Gen. Virol. 57:233-237 (1981).

Wettstein, D.A., “Expression of a Class II Major Histocom-
patibility Complex (MHC) Heterodimer in a Lipid-linked
Form with Enhanced Peptide/Soluble MHC Complex For-
mation at Low pH,” J. Exp. Med. 174:219-228 (1991).

Young, N.M. et al., “Thermal stabilization of a single—chain

Fv antibody fragment by introduction of a disulphide bond,”
FEBS Letts. 377:135-139 (1995).

Zhang, T. et al., “Circular Permuation of T4 Lysozyme,”
Biochemistry 32:12311-12318 (1993).

Zhao, X., “EPD, a novel technology for drug delivery,” Adv.
Drug Deliv. Rev. 17:257-262 (1995).

Delgrave et al., (1993) Bio/Technology 11:1548-1552.

Goldman, E.R. and Youvan D.C., (1992) Bio/Technology
10:1557-1561.

Joyce, G.F., (1992) Scientific American, Dec., 90-97.
Bock, L.C., et al., (1992) Nature 355:564-566.
Scott, J.K. and Smith G.P., (1990) Science 249:386—-390.




US 6,455,253 B1
Page 6

Cwirla, S.E. et al.,(1990) Proc Nat’l Acad Sci USA
87:6378—6382.

McCafferty, J. et al., (1990) Nature 348:552-554.

Cull, M.G. et al.,(1992) Proc Natl Acad Sci USA
89:1865-1869.

Nissim et al., (1994) ENBO J 13:692—698.

Krishnan et  al.,,  (1991)Nucleic
19(22):6177-6182.

Klug et al., (1991) Nucleic Acids Res. 19(10):2793.
Daugherty et al., (1991) Nucleic Acids Res. 19:2471-2476.
Yolov et al. (1990) Nucleic Acids Res. 18:3983-3986.

Jayaraman et al. (1991) Proc Natl Acad Sci USA
88:4084—4088.

Morl, M and Schmelzer, C. (1990) Nucleic Acids Res.
18(22):6545—-6551.

Mullis et al., (1986) Cold Harbor Spring Symposia on
Quantitative Biology 51:263-273.

Sikorski et al, (1991) Methods 1in
194:302-318.

Mullis et al., (1987) Methods in Enzymology 155:335-350.
Scharf et al., (1986) Science 233:1076—1078.

Saiki et al., (1988) Science 239:487-491.

Saiki et al., (1986) Nature 324(13):163-166.

Saiki et al., (1985) Science 230:1350-1354.

Saiki et al., (1988) New Eng J Med 319(9):537-541.
Crameri et al., (1993) Nucleic Acids Res. 21(18):4410.
Villareal XC et al., (1991) Anal Biochem. 197(2)362-367.
Jones et al., (1991) Biotechniques 10(1).62—66.
Weissenhorn et al., (1991) Gene 106(2):273-277.
Majumder et al., (1992) Gene 110(1):89-94.

Yao et al., (1992) PCR Methods Appl 1(3):205-207.
Atreya et al (1992) Plant Mol Biol. 19(3):517-522.

Zoller et al., (1992) Curr Opin Biotechnol. 3(4):348-354.
Heda et al., (1992) Nucleic Acid Res. 20(19):5241-5242.
Horton et al., (1993) Methods Enzymol 217:270-279.
The whys and wherefores of DNA amplification. Biotech-
nology (NY). Aug 1993; 11(8):940-942.

Clackson et al., (1991) Nature 352(6336)624—628.

Smith et al., (1993) PCR Methods Appl. 2(3):253-257.
Weisberg et al., (1993) Biotechniques 15(1):68-70, 72-4,
76.

Marks, et al., (1991) J Mol Biol 222(3):581-597.

Harlow et al., (1994) Methods Mol Biol 31:87-96.

Yon et al., (1989) Nucleic Acids Res. 17(12)4895.

Ho et al., (1990) DNA & Prot. Engineer. Tech. 2:50-55.
Horton et al., (1990) Biotechniques 8(5):528-535.

Osuna et al. (1991) Gene 106:7-12.

Dube et al. (1991) Biochemistry 30(51):11760-7.

Ghosh et al., (1991) Biochem 30:11767-74.

Paabo et al., (1990) J Biol Chem 265(8):4718—4721.

Sambrook et al., (1989) Molecular cloning, A Labroratory

Manual, 2" Edition, Cold Spring Harbor Laboratory Press,
Cold Spring Harbor, New York.

Jones, et al., DNA Mutagenesis and Recombination. Nature.
Apr. 19, 1990, pp. 793-794, vol. 344.

Prodromou et al., Protocol: Recursive PCR: a novel tech-

nique for total gene synthesis, Protein Engineering, 1992,
pp. 827-829, vol. 5, No. 8. Oxford University Press.

Bendixen, et al. A Yeast Mating—Selection Scheme {for

Detection of Protein—Protein Interactions. Nucleic Acids
Research, 1994, pp. 1778-1779, vol. 22, No. 9.

Acids Res.

Enzymology

Mandecki, et al, Fokl method of gene synthesis (Recombi-

nant DNA; oligodeoxyribonucleotide; bridge mutagenesis;
cloning; gene assembly; HIV) Gene. 1988. pp. 101-107,

vol. 68, Elsevier Science Publishers.

Reiskofski et al., Polymerase Chain Reaction (PCR) Tech-
niques for Site—Directed Mutagenesis. Biotech. Adv. 1992,

pp. 535-547, vol. 10, Pergamon Press, Ltd, Great Britain.

Fisch et al., “A Strategy Of Exon Shuffling For Making
Large Peptide Repertoires Displayed On Filamentous Bac-
teriophage”, Proc Natl Acad Sci USA, 93(15):7761-7766
(1996).

Marton et al., “DNA Nicking Favors PCR Recombination”,
Nucleic Acids Res., 19(9):2423-2426 (1991).

Winter et al., “Making Antibodies By Phage Display Tech-
nology”, Ann. Rev. Immunol., 12:433-455 (1994).

Greener et al., “An Efficient Random Mutagenesis Tech-
nique Using An E. coli Mutator Strain”, Methods in Molecu -
lar Biology, 57:375-385 (1995).

Balint et al., “Antibody Engineering By Parsimonious
Mutagenesis”, Gene, 137(1):109-118 (1993).

Bartel et al., “Isolation of New Ribozymes From a Large
Pool of Random Sequences”, Science, 261:1411-1415
(1993).

Crameri et al., “Combinatorial Multiple Cassette Mutagen-
esis Creates All The Permutations Of Mutant And
Wild—Type Sequences”, Biofechniques, 18(2):194-196
(1995).

Crameri et al., “Improved Green Fluorescent Protein By

Molecular Evolution Using DNA Shuffling”, Nat. Biotech-
nol., 14(3):315-319 (1996) (previously submitted).

Cramert et al., “Construction And Evolution Of Anti-
body—Phage Libraries By DNA Shuffling”, Nat. Med.,
2(1):100-102 (1996) (previously submitted).

Cramer:t et al., “Molecular Evolution Of An Arsenate
Detoxification Pathway By DNA Shuflling”, Nat. Biotech-
nol., 15(5):436—438 (1997).

Crameri et al., “DNA Shuflling Of A Family Of Genes From
Diverse Species Accelerates Directed Evolution”, Nature,
391(3664):288-291 (1988).

Gates et al., “Affinity Selective Isolation Of Ligands From
Peptide Libraries Through Display On a Lac Repressor
‘Headpiece Dimer’” ,J. Mol. Biol., 255(3):373-386 (1996)
(previously submitted).

Gram et al., “In Vitro Selection and Affinity Maturation of

Antibodies From a Naive Combinatorial Immunoglobulin
Library”, Proc. Natl. Acad. Sci. USA, 89:3576-3580 (1992).

Near, “Gene Conversion Of Immunoglobulin Variable
Regions In Mutagenesis Cassettes By Replacement PCR
Mutagenesis”, Biotechniques, 12(1):88-97 (1992).

Perlak, “Single Step Large Scale Site—Directed In Vitro

Mutagenesis Using Multiple Oligonucleotides”, Nucleic
Acids Res., 18(24):7457-7458 (1990).

Stemmer, “Searching Sequence Space”, Biotechnology,
13:549-553 (1995) (previously submitted).

Stemmer et al., “Single—Step Assembly Of A Gene And
Entire Plasmid From Large Numbers Of Oligodeoxyribo-

nucleotides”, Gene, 164(1):49-53 (1995) (previously sub-
mitted).

Stemmer, “The Evolution of Molecular Computation”, Sci-
ence, 270(5241):1510 (1995) (previously submitted).

Stemmer, “Sexual PCR and Assembly PCR” Encyclopedia
Mol. Biol.,, VCH Publishers, New York, pp. 447-457 (1996).




US 6,455,253 B1
Page 7

Weber et al., “Formation of Genes Coding for Hybrid

Proteins by Recombination Between Related, Cloned Genes
in F. coli,” Nucleic Acids Research, 11(16):5661-5669

(1983).

Weisberg et al., “Simultaneous Mutagenesis Of Multiple
Sites: Application Of The Ligase Chain Reaction Using PCR
Products Instead Of Oligonucleotides”, Biolechniqgues,
15(1):68=76 (1993).

Zhang et al., “Directed Evolution Of A Fucosidase From A
Galactosidase By DNA Shuffling And Screening”, Proc.
Natl. Acad. Sci. USA, 94(9):4504-4509 (1997).

Zhao et al., “Molecular Evolution by Staggered Extension
Process (StEP) In Vitro Recombination”, Nature Biotech.,
16:258-261 (1998).

Rapley R., Molecular Biotechnology 2 : 295-298 (1994).*

Stemmer W., PNAS 91 :10,747-10,731 (1994) (previously
submitted).*

Arkin et al., “An algorithm for protein engineering: Stimu-
lation of recursive ensemble mutagenesis” Proc. Natl. Acad.
Sci. USA 89:7811-7815 (1992).

Beaudry et al., “Directed evolution of an RNA enzyme”
Science 257.635-641 (1992).

Berger et al. “Phoenix mutagenesis: One—step reassembly of
multiply cleaved plasmids with mixtures of mutant and
wild—type fragments” Anal. Biochem. 214:571-579 (1993).

Adey et al. “Preparation of second—generation phage librar-
ies.” Proteins 227-291. (1996).

Collet et al. “A binary plasmid system for shuifling combi-
national antibody libraries.” Proc. Naitl. Acad. Sci. USA
89(21)L.10026-1.10030 (1992).

Dangl et al. “Rapid Isloation of Cloned Isotype Switch
Variants Using Fluprescent Activated Cell Sorting.” Cytom-
etry 2(6):395-401 (1982).

Dierick et al. “Incorporation of dITP of 7-deaza dGTP

during PCR 1mproves sequencing of the product.” Nuc. Acid
Res. 21(18):4427-4428 (1993).

Fullen et al. “Genetic Algorithms and Recursive Ensemble
Mutagenesis 1n Protein Engineering.” Complex.Inrt.94,

from website (1992).

Heda et al. “A simple 1n vitro site directed mutagenesis of
concatamerized cDNA by inverse polymerase chain reac-

tion.” Nuc. Acids Res. 20(19):5241-5242 (1992).

Hodgson “The Whys and Wherefores of DNA Amplifica-
tion.” Biotechnology 11(8):940-942 (1993).

Kang et al. “Antibody redesigned by chain shuffling from

ramdom combinatorial 1mmunglobulin libraries.” Proc.
Natl. Acad. Sci. USA 88(24):11120-11123 (1991).

Komano et al. “Distribution of Shufflon among Incl Plas-
mids.” J. Bacteriology 169(11):5317-5319. (1987).

Komano et al. “Physical and Genetic Analysis of Incl2
Plasmid R721: Evidence for the Presence of Shufflon.”
Plasmid 23:248-251. (1991).

Kunkel “Rapid and efficient site—specific mutagenesis with-

out phenotype selection.” Proc. Matl Acad. Sci USA
82:488—492 (1985).

Lownam et al. “Affimy Muturation of Human Growth
Hormone by Monavalent Phage Display.” J. Mol Biol.
234:654-578 (1993).

Meryhans et al. “DNA recombination during PCR.” Nuc
Acids.Res. 18(7):1687-1691 (1990).

Olsen et al. “Hybrid Baccillus (1-3,1-4)—p—glucanases:
engineering thermostable enzymes by construction of hybrid
genes.” Mol. Gen. Genet 225(2):—177-185 (1987).

Reikofski & Tao “Polymerase Chain Reaction (PCR) Tech-

niques for Site—directed Mutagenesis.” Biotech Adv.
10:535-547 (1992).

Robles et al.“Hydorpathy and Molar Volume Constraints on
Combinatorial Mutants of the Photosynthetic Reaction Cen-
ter.” J.Mol.Biol., 232:242-252 (1993).

Stemmer et al. “A 20—Minute Ethidium Bromide High—slat
Extraction Protocol for Pasmid DNA.” Biotechniques
10(6):726 (1991).

Stemmer et al. “Enzymatic Inverse PCR—A Restriction Cite
Independent, Smmgle—Fragment Method for High—Efficiency,
Site—Directed Mutagenesis.” Biotechniques 13(2):214.
(1992).

Stemmer et al. (1991) R342 “Expression of Antibody By
Fragments Specific for a Heavy Metal Chelate (indium
EDTA) in £E—Coli.” J. Cell Biochem 217.

Stemmer et al. “Increased Antibody Expression for Escheri-
chia—Coli Through Wobble—Base Library Mutagenesis by
Enzymatic Inverse PCR.” Gene 123(1):1-7. (1993).

Wu et al. “Allale—specific enzymatic amplification of

B—globin genomis DNA for diagnosis of sickle cell anema.”
Proc. Natl. Acad. Sci vol. 86:2757-2760. (1999).

Armon et al. (1990) “Assembly of the 26 S complex that
degrades protiens ligated to ubiquitin 1s accompained by the

formation of AlPase activity.” J. Biol Chem
265(34):20723-207226.

Arnold (1998) “When blind is better: protein designed by
evolution.” Nar Biotechnology 16(7):617-618.

Arnold et al. (1997) “Potimizing industrial enzymes by
directed evolution.” Adv. Biochem FEng. DBiotechnol.
58:1-14.

Bale et al. (1984) “Kinetics of formation of fibrin oligomers
III Ligation kinetics concurrent with and subsequent to
oligomer assembly.” Biopolymers 23(1):127-138.

Barany (1991) “The ligase chain reaction in a PCR world.”
PCR Methods Appl. 1(1):5-16.

Bolli et al (1997) “Pyranosyl-RNA: chiroselective self—as-

sembly of base sequences by ligative oligomerization of
tetranucleotide—2', 3'-cyclophosphates (with a commentary
concerning the origion of biomolecular homochirality).”
Chem Biol 4(4):309-320.

Crameri et al. (1993) “Display of biologically active pro-
teins on the surface of filamentious phages: a cDNA cloning
system for selection of functional gene products linked to
the genetic mnformation responsible for their production.”
Gene 137(1):69-75.

Daughtery et al. (1994) “Bohr effect of the partially-ligated
(CN—met) intermediates of hemoglobin as probed by qua-

termary assembly.” Biochemistry 33(34):10345-10357.

Doyle et al. (1992) “cooperative oxygen binding, subunit
assembly, and sulthydryl reaction kenetice of the eight
cyanomet intermediate ligation states of human hemoglo-
bin.” Biochemistry 31(45):11182—-11195.

Gaskin et al. (1997) “Directed evolution of a industrially
important enzyme.” Biochem Soc Trans 25(1):155.

Gilbert et al. (1997) “Origion of genes.” PNAS UDS
94(15):7698-7703.

Giver et al. (1998) “Combinatorial protein design by in 1vtro
recombination.” Curr Opin Chem Biol. 2(3):335-338.

Giver et al. (1998) “Directed evolution if a thermostable
esterase.” PNAS USA 95(22):12809-12813.

Graf et al. (1996) PNAS USA 11591-11596.

Hurst et al. (1996) “A difficult phase for introns—early
Molecular evolution.” Curr Biol 6(5):533-536.




US 6,455,253 B1
Page &

Kaczorowski et al. (1994) “Assebly of 18—nucleotide prim-
cters by ligation of three hexamers: sequencing of large
genomes by primer walking.” Amnalytical Biochemistry
221(1):127-135.

Kaczorowski et al. (1996) “Automated four—color DNA
sequencing using primers assembled by hexameter ligation.”
Gene 179(1):195-198.

Kalin et al. (1992) “Evaluation of the ligase chain reaction
(LCR) for the detection of point mutations.” Mutant Res
283(2):119-123.

Kato et al. (1996) “Construction of mini—F plasmid vectors
for plasmid shuffling 1n FEscherichia coli.” Gene
170(1):141-142.

Kikuchi et al. (2000) “An effective family shuffling method
using single—stranded DNA.” Gene 243:133-137.
Kishchenko et al. (1997) “Shuffling of structural elements in
filamentos bacteriophages.” Proteins 27(3):405—409.
Kuchner et al. (1997) “Directed evoultion of enzyme cata-
lyst.” Trends Biotechnol 15(12):523-530.

Laffler et al. (1993) “The ligase chain reaction in
DNAObaised diagnosis.” Ann Biol Clin 51(9):821-826.
Lee (1996) “Ligase 5 chain reactio.” Biologicals
24(3):197-199.

Long et al. (1995) “Intron phase correlations and the evo-
lution of the intron/exon structure of genes.” Proc Natl Acad
Sci USA 92(26):12495-12499.

Matsumura et al. (1996) “DNA shuffling brightens prospects
for GFP.” Nat Biotechnol 14(3):366.

Meijer et al. (1996) “Directed evolution of a type I antifreeze
protein expressed 1n Escherichia coli with sodium chloride
as selective pressure and its effect on antifreeze tolerance.”

Protein Fng. 9(11):1051-1054.

Miller et al. (1997) “Expanding the 43C9 class of cataytic
antibodies using a chain—shuffling approach.” Bioorg Med
Chem. 5(3):581-590.

Moore et al. (1997) “Strategies for the in vitro evolution of
protein function: enzyme evolution by random recombina-
tion of improved sequences.” J. Mol Biol. 272(3):336-347.
Moore et al. (1996) “Directed evolution of a para—nitroben-
zyl esterase for aquesous—organis solvents.” Naiture Biotech-
nol 14(4):458-467.

Muller—Dieckmann et al. (1995) “Substrate specificity and
assembly of the catalytic center derived from two structures
of ligated uridylate kinase.” J. Mol Biol. 246(4):522-530.

Nakamura et al. (1996) “Two hydrophobic subunits are
essential for the herne b ligation and functional assembly of
complex II (succinate—ubiquinone oxidoreductase) from
Eschichia coli.” J. Biol Chem 271(1):521-527.

Nardi et al. (1997) “Duplication of the prpF gene and
shuffling of DNA fragments on the lactose plasmid of
Lactococcus lactis.” J. Bacteriol 179(13):4164-4171.
Nelson et al. (1996) “Base eversion and shuffling by DNA
Methyltransferases.” Chem Biol 3(6):419-423.

Ohlin et al. (1996) “Light chain shuffling of a high affinity
antibody results m a drift 1n epitope recognition.” Mol
Immunol 33(1):47-56.

Patten et al. (1997) “applications of DNA shufifling to
pharmaceuticals and vaccines.” Curr Opin Biotechnol
8(6):724-733.

Rouwendal et al. (1996) “Ligase chain reaction for site—di-
rected 1n vitro mutagenesis.” Methods Mol Biol 57:149-156.

Shabarova et al. (1991) “Chemical ligation of DNA: the first
non—enzymatic assembly of a biologically acive gene.”
Nucleic Acids Res. 19(15):4247-4251.

Shao et al. (1996) Engineering new functions ans altering
existing functions. Curr Opin. Struct Biol 6(4):513-518.
Shao et al. (1998) “Random—priming in vitro recombination:
an effective tool for directed evolution.” Nucleic Acids Res.
26(2):681-683.

Shimmer et al. (1995) “Ligase chain reaction.” Methods Mol
Biol 46:269-27/8.

Shuldner et al. (1990) “PCR—induced (ligase—free) subclon-
ing: a rapid reliable method to subclone polymerase chain
reaction (PCR) products.” Nucleic Acids Res. 18(7):1920.
Strausberg et al. (1995) “directed evolution of a subtilisin
with  calcium—independent  stability.”  Biotechnology
13(7):669-673.

Szostak (1997) “In vitro selection and directed evoultion.”
Harvey Lect 93:95-118.

Tortoli et al. (1997) “Evaluation of a commercial ligase

chain reaction kit (Abbort LCx) for directed detection of
Mvycobacterium tuberculosis 1n pulmonary and extrapulmo-

nary specimens.” J. Clin. Microbiol. 35(9):2424-2426.

You et al. (1996) “Directed evolution of subtilisin E in
Bacillus subiilis to enhance total activity 1n aqueous dim-
ethylformarnide.” Protein Eng. 9(1):77-83.

Youvan et al. Nature 401410 (1992).

Zhao et al. (1996) “Strategy for the directed evolution of a
peptide ligase.” Ann NY Acad Sct 799:1-5.

Zhao et al. (1997) “Functional and nonfunctional mutations
distinguished by random recombination of homologous
genes.” PNAS USA 94(15):7997-8000.

Zhao et al. (1997) “Optimization i1f DNA shuffling for high
fidelity recombination.” Nucleic  Acids Res.
25(6):1307-1308.

Statement of Grounds and Particulars In the Matter of
Australian Patent Application No. 732,146. Oct. 12, 2001.
European Search Report for Application No. 97953571.3.
European Search Report for Application No. 01202349 5.
European Search Report for Application No. 01202350.3.

Kunkel et al., “Rapid and Efficient Site—Specific Mutagen-

es1s without Phenotypic Selection,” Methods in Enzymology,
154:367-382 (1987).

Higuchi et al., (1988) “A general method 1n vitro preparation
and specific mutagensis of DNA fragments: study of protein
and DNA 1interactions.” Nucleis Acids Research

16(15):7351-7367.

Shi et al., (1993) “Rapid PCR Construction of a Gene
Containing Lym—1 Antibody Variable Regions.” PCR Meth-
ods and Applications 3. 46-53.

Shuldiner, A.R. et al., (1989) “Hybrid DNA artifact from
PCR of closely related target sequences,” Nuc. Acids Res.
17(11): 4409.

Sandhu, G.S. et al, (1992) “Dual Asymmetric PCR:
One—Step Construction of Synthetic Genes,” Biotechniques
12(01): 14-16.

Biotransformations, Pathogenesis, and Evolving Biotech-
nology, Program and Abstracts, Pseudomonas ’89, American

Society for Microbiology and The University of Illinois, Jul.
0-13, 1989, Abstract Nos. 11-21-11-25, p. 26.

Smith et al. (1991) “Losalized sex in bacteria,” Nature, 349:
29-31.

Michael et al., (c. 1997) “Thermostable Ligase—Mediated
Incorporation of Mutagenic Oligonucleotides During PCR
Amplifications,” Methods in Molecular Biology, vol. 67,
PCR Cloning Protocals: From Molecular Colning to Genetic
Engineering pp. 189-195.




US 6,455,253 B1
Page 9

Ner et al. (1988) “Laboratory Methods: A Simple and

Efficient Procedure for Generating Random Point Mutations
and for Codon Replacements Using Mixed Oligodeoxy-
nucleotides,” DNA 7: 127-134.

Meryhans et al., (1990) “DNA recombination during PCR,”
Nuc Acids Res. 18(7): 1687-1691.

Webber et al. (1983) “Formation of gene coding for hybrid
proteins by recombination between related cloned genes in
E. coli.” Nuc. Acids Res. 11(16): 5661-5669.

Horton et al. (1990) “Gene splicing by overlap extension:
Tallor—made genes using the polymerase chain reaction.”
Biotechniques 8(5). 528-535.

Klug et al. (1991) “Creating chimeric molecules by PCR
directed homologous DNA recombination.” Nuc. Acids Res.
19(10): 2793.

Rouwendal et al., (1993) “Simultaneous Mutagenesis of
Multiple Sites: Application of the Ugase Chain Reaction
Using PCR Products mstead of Oligonucleotides.” Biotech-
niques 15(1): 68=70, 7274, 76.

Berkhout et al. “In vivo selection of randomly mutated
retroviral genomes” Nucleic Acids Res. 21:5020-5023
(1993).

Cadwell et al. “Randomization of genes by PCR mutagen-
esis” PCR Methods and Applications 2:28-33 (1992). (pre-
viously submitted).

Calogero et al. “In vivo recombination and the production of
hybrid genes” Microbiol. Lett. 97:41-44 (1992).

Caren et al. “Efficient sampling of protein sequence space
for multiple mutants” Biotechnology 12:517-520 (1994).
Delagrave et al. “Recursive ensemble mutagenesis” Protein
Engineering 6:327-331 (1993).

Feinberg and Vogelstein “A technique for radiolabeling
DNA restriction endonuclease fragments to high specific
activity” Anal. Biochem. 132:6—13 (1983).

Heim et al. “Wavelength mutations and postranslational
autoxidation of green fluorescent protein” Proc. Naitl Acad.
Sci. USA 91:12501-12504 (1994).

Hermes et al. “Searching sequence space by definably
random mutagenesis: Improving the catalytic potency of an
enzyme” Proc. Natl. Acad. Sci. USA 87:696—700 (1990).
Ho et al. “Site—directed mutagenesis by overlap extension
using the polymerase chain reaction” Gene 77:51-59
(1989).

Horton et al. “Engineering hybrid geneswithout the use of
restriction enzymes: Gene splicing by overlap extension”
Grene 77:61-68 (1989).

Jones et al. “Recombinant cicle PCR and recombination
PCR for site—specific mutagenesis without PCR product
purification” Biolechniques 12:528-530, 532, 534-535
(1992).

Kim et al. “Human immunodeficiency virus reverse tran-
scriptase” J. Biol. Chem. 271:4872—-4878 (1996).

Leung et al. “A method for random mutagenesis of a defined

DNA segment using a modified polymerase chain reaction”
Techniques 1:11-15 (1989).

Marks et al. “By-—passing immunization: Building high
atfinity human antibosies by chain shuflling” Bio/Technol-
ogy 10:779-782 (1992).

Meyerhans et al. “DNA recombination using PCR” Nucleic
Acids Res. 18:1687-1691 (1990).

Oliphant et al. “Cloning of random—sequence oligodeoxy-
nucleotides” Gene 44:177-183 (1988).

Pharmacia Catalog pp. 70-71 (1993 Edition).

Pompon et al. “Protein engineering by cDNA recombination

in yeasts: Shuffling of mammalian cytochrome P—450 func-
tions” Gene 83:15-24 (1989).

Reidhaar—Olson et al. “Combinatorial cassette mutagenesis

as a probe of the informational content of protein sequences”™
Science 241:53-57 (1988).

Rao et al. “Recombination and polymerase error facilitate

restoration of infectivity i brome mosaic virus” J. Virol.
67:969-979 (1993).

Stemmer et al. “Selection of an active single chain Fv
antibody from a protein linker library prepared by enzymatic

inverse PCR” BioTechniques 14:256-265 (1992).

Stemmer et al. “Rapid evolution of a protein in vitro by DNA
shuffling” Nature 370:389-391 (1994). (previously submit-

ted).

Stemmer et al. “DNA shuflling by random fragmentation
and reassembly: In vitro recombination for molecular evo-

lution” Proc. Natl. Acad. Sci. USA 91:10747-10751 (1994).
(previously submitted).

Feinberg and Vogelstein, Anal. Biochem. 132: pp. 6-13
(1983).

Horton et al., Gene 77: pp. 61-68 (1989).

Ho et al., Gene 77: pp. 51-59 (1989).

Pharmacia Catalog pp. 70-71 (1993 Edition).

Jones et al., BioTechniques 12(4): pp. 528-534 (1992).
Heim et al., PNAS 91: 12501-12504 (1994).

Wang et al., PNAS 81(7):2102-2106 (Abstract only, 1984).

Carter, Paul (1985) “Improved Oligonucleotide—Directed
Mutagenesis Using M13 Vectors” Annu. Rev. Genet. Meth-
ods in Enzymology vol. 154 pp 382-403.

Kramer & Fritz (1987) “Oligonucleotide—Directed Con-

struction of Mutations via Gapped Duplex DNA” Merthods
in Enzymology vol. 154 pp 350-367.

Kunkel, Thomas A. (1985) “Rapid and efficient site—specific
mutagenesis without phenotypic selection” Proc. Mail.
Acad. Sci. USA vol. 82 pp. 488—492.

Zoller & Smith (1987) “Oligonucleotide—Directed Mutagen-
esis: A Simple Method using Two Oligonucleotide Primers
and a Single—Stranded DNA Template” Methods in FEnzy-
mology vol. 154 pp 329-347.

* cited by examiner



L 81nbI14

US 6,455,253 Bl

A|quiasse Jejnouio

(£G) 1dwo

* (S) wdwio
Z T (05) guey
" 0Z 0T (¢5) g1ad
= 0¢ (16) woud
s Aleiq|
Uopood
o Of L& ¢& €€ P& GE 92 [E 8 62 OF W ¢Cv € v S 9O /¥
= I AHE EIE BN BIE NIW il EN BN N e NN N e N N R B e .
2.., L HiIlE NN NE RN Al NN NE RE NN Ne e s e e N e
< 61 62 8 [z 9 Sz vz € ¢ Lz 0Z 6L 8L LL 9L SL pL €L ZL } E=
g 1894 -
asejeydsoyd suley » A reon
- (8'¢) 1duwo
= (£ ‘2) ydwo
= (9 ‘1) gwe
- (6 ‘p) dled
o | oud
7 (01 ‘s) voy
-



U.S. Patent

Interferon Figures

Proteln sequences of interferon alphas

l1.Consensus

alpha
alpha
alpha
alpha
. alpha
alpha
. alpha
. alpha
10.alpha
1l.alpha
12.alpha

WO AN WN

* w

§Hmnmqm§mnm
i
|
}
}
i

Sep. 24, 2002

i0

I
'
f
- A

- - - D

l1.Congsensus K DR HDFGFPQ
: 4

2. alpha
3. alpha
4. alpha
S. alpha
6. alpha
7. alpha
8. alpha
9. alpha
10.alpha
lli.alpha
12.alpha

l1.Congensus

. alpha

. alpha
8. alpha
9. alpha
10.alpha
1l.alpha
12.alpha

w3 U N
p
bt
E

1 T

txt
)
)
|
'
|

HEOJIOe XN
i
}
]
I
N T <

SR« I
]

WA - - -

o
1
'
'
I
|

Sl EeN--ISN- W e
;
;
i
{
|

5
!
|
i
|
¢

l1.Consensus Q Q L. N D

2. alpha
3. alpha

4. alpha
5. alpha

6. alpha
7. alpha
8. alpha
9. alpha
10.alpha
il.alpha
12.alpha

I - ---N
N

o
|
'
l
'
'

i g 03N d N
i
}
i
4
|

N
l
¢
|
|

*
0
0

*

]
z

kil bl L -
- L - -
el L ik s

- i e e,
el #Tﬂ-
L A e -
L - _— -

Hul L L -
il L bl E
- gl kol L]
b - e -

-8 - -

W

1 = * =

z | % b I+ B ¢

| R}

o1

CDLPQTHSLGNRR

Sheet 2 of 8

* ¥ &

20

'
'
:
(I A B G
i

1
-3
}
L
'

- @ e L .
siyin, T " T
i L

-y e Epk we a

b L L= - —_
L ik L ‘-L
L b - - -
—— e -T-ﬁlr
whin akini L - =
e sl ek P -—

$
§
i
|

W

-

O

oo o I

vy

¢

bt

to be shuffled

ALILLAQMAG

L 4

30

t M3 ¢ o wd

.

'
1 1 O i

i
I« B

= B

=
. !

T -

_— L
iy e
-— -—
- -

L L]
L L
i -l
miallr kil
s -
eyl -pm
- -

_— -
- ot
- e
L, L
- -
- -
— e
_— -
ainln ——

US 6,455,253 Bl

L O . N
Iﬁs* L
e A . - e
-, e . L

00 W skl hEe A
- A W
- .

-0 WA Ak ke A
“_--V
L R L
LI - - -
umﬂq—L
L L N

¥ N
-3
td
-
..

e BT A
1
[
)
=|

M
-4

|

[

- - e - -

- @4 EaE  am  E. .
- 4 aEs 42Em  4@2a-| .
- 0 =m0 o wm
LD T I B
F- - - -
E "~ IS TR I
e aMd 0 WM AR A
- = W v wm  wy
L I R
- 4w 4 =m W



U.S. Patent

L Consensus

W -INhbd W

™

alpha
alpha
alpha

. alpha

alpha
alpha
alpha
alpha

10.alpha
l1l.alpha
12.alpha

H'ﬁﬂmn.lmgmnt-t

>
>

1.Consensus

Ve B¢ QSRR RRV Y SR ES RN N

alpha

. alpha

alpha
alpha
alpha
alpha
alpha
alpha

10.alpha

11l.alpha
12.alpha

H*ﬂt)quuxgtﬂCiH

3

Sep. 24, 2002

Sheet 3 of 8

REYFQRITLYLTEIEKIKYSUPCAWE
W * * W 1
130 140 150
K- - - A S T T R T
- m e w m w m = = m m M= = =« = = - . w m -
. . e m o wm = w e - - e =
K____ ________________ -
K.. ,,,,, W A ws A ey dm  am  mm  me we  wm we e we oaw
- e me s ........MG.._.. ______
SLSFSTNLQKRILRRIKD SEQ ID
% v % ¥ * * * * W
160 | |

- e e e e e o= - m w w w = wm m = SEQ ID

- e e o —- - - R . SEQ 1D
................ SEQ 1D
................ SEQ 1ID
- P - 8 “~ - B e - - - - BE SEQ ID
R K~-G - - - - = SEQ 1ID
- F -L -1 « « « ~ - - KS ~ E SEQ ID
- - - I - -B - - - - - K SEQ ID
- F - L F - E - - - - - E SEQ ID
- - - “«- = = I = =« = « « S5EQ 1D
- F - a e - - - G ~ = =« = = SEQ ID

Figure 2B

P

NO:

NG:
NO:
NQO:
NO :
NO:
NO:
NQO:
NQO:
NQO :
NQ ;
NO:

US 6,455,253 Bl

75

76
777
78
79
80
81
82
83
B84
85
8é



U.S. Patent

Sep. 24, 2002 Sheet 4 of 8 US 6,455,253 Bl

DNA sequences of interferon alphas to be shuffied

1l.Consensus

1.Consensus

. alpha I
. alpha
. alpha
. alpha
. alpha
. alpha
. alpha
. alpha
10.alpha
11l.alpha
12.alpha

VR dNNwN
t

H5OW-3Nd M

=

l.Consenaus

2. alpha T
3. alpha C
4. alpha H
S. alpha

6. alpha
7. alpha

8. alpha
5. alpha
10.alpha
11.alpha
12.alpha

§H'Qtﬁm4m§

TSCGTGATCTGCCTCAGACCCACAGCCTGGGT

10 20 30
----------------------- -y — e il iyl gy i
- ~ e  oam O me O vaN 0 omm 00 wk wm bk wmm b M sk des dem BE e wes omw W e = — Akl - i L] LY
L L ﬂ-A ##### T- - -— -_— A ———————— -— g phgh- ol AAH
----------------------- L o L] — _-— L -
----------------------- - v— - e ek L Ll
ﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂ - L] L il — - - ) [ - - - sinisa =il L e C ) -
----------- - - i e — - T—r - Al E - — — i Al o ek —
ﬂﬂﬂﬂﬂﬂﬂﬂ C - o i G— - - -y - - sy - i - - - o sk —A-
ﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂﬂ
diis O M R e e MEBA 0 W WER BRSO WM AR e M B EE O SR W A W O mp O Ew O wms W W w— w - bl -
----------------- T- -~ ] A . L} L - - vl L L

40 50 60
- = C - - .- - A-T- -~ - - = G- -~A= = ===~ - -
C-C- - - - - - A~ «~R--=-=G == ===« ««+ ==
e e (e e e e e e e e e e e e e e e ammm e mm = = = = .
- e C o~ w - - - A- - - - o@G-==== === == - -

—p - 3 - - m i i L - L - nigigr ey L il - L - - L L L el L - o - e

il ] . - -y [ 9 Fe —_— — — -— —— — — miplain i o - L] L [ ] . L L E - ko - - L

L] L F ] . by L b b L - . i gl Al -_ L - L L L L b - b - - . - - -

70 80 30
- e R = B = e e = emememm m . = m w e w w m m w = =
________________ B = = = = = = 0 = = = = . -
-~ -A-G~- - - = = = N I T T R, S
___________________________ T - -
e o e e e e e m e e e e e e e e e m e e e e e e a w o= o
R N T C~ =« = = = = T ~ - -
................ A = = ® © = % = w = = = = =

l.Congensus A AGGACAGACATGACTTTGGATTTCCCCARG

. alpha
. alpha
. alpha
. alpha
. alpha

. alpha

. alpha
. alpha

10.alpha
11.alpha
12.alpha

WA b WK
£r4H0btnuamﬂ;ﬂlnn4

=

Figure 2C



U.S. Patent Sep. 24, 2002 Sheet 5 of 8 US 6,455,253 B1

l.Congensus G AGGAGTTTGATGGCAACCAGT T CCAGA ARG

. alpha
. alpha
. alpha
alpha
alpha
alpha
alpha
. alpha
10.aipha
1ll.alpha
12.alpha

0N e W
H T OO O RO

o))
i
'
'
1
b
.
|
1
v
t
E
o
i)
t

it +t ) O
;
i
i
;
!
i
i
i
!
}
i
i
}
!

§
i
'
¥
i
3
|
i
i
}
§
i
}
\
f
i
i
{
|

i.Consensus G CTCAAGCCATCTCTGTCCTCCATGAGATS®G

2. alpha I A - = = = = = w « - - Y o J S . - e = e e e = = -
3. alpha ¢ A - - - - - - = - - - - - . e = = e e e e = e e = e = = - -
4. alpha H T . T T T - e e e = = e -
5. alpha 4B A -~ = = = = = =« o % = = o & = = = = = = = = = « - = - = - -
&. alpha 6 - - G - - = = = - - - — . e = e e e o= - - e e m e e B - -
7. alpha 7 A - = = = = = = = = = = =@ = = = = = = = = = = = = = = = - =
8. alpha 8 - - = = = = = =« = - - - A - e e e e e .- - -
9. alpha D e T T - Y o
l10.alpha F - - - = - - ~ - e e e e - - - - . - e . e e e . e e e . - -
1l.alpha I A - - = = = = = = ¢ = &6 & = 4 = = = = = = = - - - . e = -
12.alpha WA - - « = =« =« = 0 = w6 0 0 0 @ = =2 0 =T « = = = =« - = - - - -

l.Congengugs ATCCAGCAGACCTTCAATCTCTTCAGCACA

2. alpha I e e e e e e e e e e e e e e e e e e e W e e W = o e o e
3. alpha C - e e e e e = = amae e mmem oee= == = = ow o= = = - - - -
4. alpha H R T S T T
5. alpha 4B - « - « =« = = « « « - « - e e e e e m e e m e e e e e = -
6. alpha & - =T = = = = = =« = -« - - - - m e e e = = o= o=
7. alpha 7 = = . = & . - 4 e f - oo s - D e s s s e s s e e s e s e
8, alpha 8 T T
S. alpha D - = = = = = = = = =T = e - e e = -« -TC-- - - -
10.alpha F -~ - = =« « =« = R - e e = e e e e = e e m
lli.alpha I Pt
12.alpha WA - - - = = = =« o o «c 6 0 & 6 o o e o e e e w o m e m o= o= = -

w
e
@
G
e
()
e
N
-
+3
)
~d
(3
9
]
Q)
)

l.Consensus TTGGGATGAGATGD?TC

220 230 240

. alpha I
. alpha

Q1 Qe
l
|
|
'
;
:
|
|=
|
'
;

)
|
'
l
;
;
:
;
:
i
1
P

. alpha
10.alpha
1l.alpha
12.alpha

2

3

4. alpha - e e e w ow e ow = = - - - -
5. alpha 4B T - e m = = e = = e om e - - . e e -
6. alpha - - o = = - o mw m w e T e o - 4 - 4 e o - G
7. alpha G I N T e - - - - -
8. alpha - - = - = - - - - - - = e - - - P - - - - - o -
9 - = A - »~ T = = = = « = - - = R A -

G
j
|
]
t
!
1
}
1
J
i
!
i
!
}

U Qa0 b N

;

)

)

}

|

‘

i

F

)

|

'

i

|

§

R - B B

]

|

'

I

$

i

i
T - T - I R T -
QY e 0Oy 00

1
i

iy
}
§
i
}
-
]
I
k
I
:
I
}
§
{
f
i
|
i
{
{
i

Figure 2D



U.S. Patent Sep. 24, 2002 Sheet 6 of 8 US 6,455,253 B1

l.Consensus C TCCTAGAAAAATTTTCCACT GAACTTTALC

. alpha I e T T - - - a -
. alpha C L T T N S - e w e — = e e = e e e e - e e -

alpha 6 - T - - - - . C - = «=C «C «AT = = = « = = = o = = « =
alpha 7 = = =« = = « o ¢ 4 4 6 6 v - e e - .. .- - - - e e e e
alpha 8 - - - e - - -TG-~----C-A--TC=-+-+«-+--06G - -
9, alpha D - - = - « - - -0 - - = - «C -G - = 2L« - === C - - -
10.alpha F T T T T e S i
1l.alpha I T - - - - -
12.alpha WA - - - - - - - - C-=-==-=C-A--T === - = = T -

o
|
i
i
i
i
|
{
!
1
i
|
1
{
}
l
i
I
|
|
|
|
'
>
i
!
t

i
|
|

L bl allgish Taigln, -

41
;
OO oA bXOrF
|
i
|
|
)
7

L L L ey

12.alpha WA - - - = = = = = = = o = = = = =« - A - = = = = = = « = = - =

l1.Congsensus A TACAGGAGGETTGGGGTGGAAGAGACTCCC

. alpha
alpha
. alpha
. alpha
. alpha
. alpha
. alpha
. alpha
10.alpha
ll.alpha
12.alpha

WWJNhUi b WwN
MO Nd IO M
ks
1
i i

>
'
0
i
i
'
'
'
|
'
'
)
'
'
'
i
'
'
‘
'
'
'
I
}
i
{
-
4
G2
1
'

l.Congensus CTGATGAATGAGGACTCCATCCTGGCTGTG G

. alpha
alpha
alpha
. alpha
. alpha
. alpha
. alpha
. alpha
10.alpha
11.alpha

12.alpha

WO -INAWU & WN
o
l
)
l:
I
(
}
'
}
i
1
-3
|=
t

E T30 B IO
}
i
i
1
|
i
'
i
i
i
'
i
|
!
i
I
|
I
I
1
I
i
¥
I
i
|
|
{
]
{

-
'
'
|
'
|
i
'
'
f
|
]
3
3
'
'
'
'
|
)
'
3
'
¢
;
'
:
;
|
'
t

Figure 2E



U.S. Patent

Sep. 24, 2002 Sheet 7 of 8

US 6,455,253 Bl

l.Consensus A GGAAATACTTCCAAAGAAT CACTC CTTTAT

aipha
. alpha
alpha
alpha
alpha
alpha
alpha
. alpha
10.alpha
11l.alpha
12.alpha

WO 00 ~J O U b WD)
!ﬁH'ﬁC1M~40\$=EfJH

T

1.Consensus

i

alpha I
alpha
alpha
alpha
alpha
alpha
alpha
alpha
.alpha
.alpha
.alpha

ko

L +

VWOJOHWUNHWN

= =
NHO Y .
E2rH-tdoands N

3

1.Consensus

alpha
alpha
. alpha
. alpha
. alpha
. alpha
. alpha
. alpha
10.alpha
11.alpha
i2.alpha

DM~ NN
:Ehdﬁlja:qcngﬂnr)H

3

“ B e w = o=

Aikde L L A~ .- -_—

" e - — — s

b L - - L - -

-p .y v = _—— S
- -_— -_— — - il
““““““ -
- - - - - —
-------
- -_— - — - e

e - - e gl it

- . - O - -
- = T C = =
Y o
I o

|
|
) i
I
f

|
;
f
I
k
;

|
i

-3

R
'
'

370 380

_ L] L .y . iy -

ey - gyl -y _— — —-— -— — -— - — L —r — — —
e g L ity E ) - -— — -y - mals 00 AR B R o O ws aw
ey iy - L] g - - L] L -y — ik el L - -—yp L
il e E L L | L ] _— L L . et e | | ] - L
-— - ) eyl it Tkl i L i -— _— - L - el L) -
- - i - — e linir L sl L ain e - N L] ) -— ninior
- L] L L] - L L L sigigt L L @ Eam i A e A
froes - - gl - [ i rili b - et - [ I | T
- ] gl o -_— T - F -_— L - -ir: i ik - - -

- - e Y e L ielale i i alle et - L I | . )
ﬁﬁﬁﬁﬁ - - a— - - — - L -— - L
---------- - el L LT . i -
e e vy T T T T T T R TN | SN TR R ]

+alalr el L L ek sl k- ik ol vl - —— e L - - i

- ] i il L L L] —i i " - ey ] g i - dlaiele.

---------- - - - - [ _— _—
ﬁﬁﬁﬁﬁﬁﬁﬁﬁﬁ L sl i L i L _—
-_— i mil- =il L il il L wh | - AR W A Ay g =gl g
----- L - - - - -_— L sl il il el ik
F - A [ ] -_— F - - e 92TE O s 2 2w S = ialle- i '
L L ¢ . gk b, iy L] g L gl kel . et L i E ullm
E L2 s L sl L] i L I i . I . A b A i
- L - b L - i - . i L - -_— st E L L]
. L] - - s W B 4 W a4y mm A W e i . L
iy . - - L il il - - il b - - - - - L
gy L g " . L —_ L L i L -— _— L - - L,

L L el -l L iy L. L ek wy W W W AN i W W
“““““““““ L - L . -y . L
ﬂﬂﬂﬂﬂ L, - i L =il ol g b L L L | L
_— -G“ -_— -y -— - @4 EE Ay 2 S B mm  aEm L " L ikl
b s =l b CA“ A L . G ------
- —— - -— e il -_— laline - R 44 92w O m = 92 w. -_— ~—_— -

Figure 2F

- - -— -_ il - el
-_ -— - Yo b - -y
- — iy L - e —
— J— ot el v -y —
- = - - - — -
- - l—-Aﬂ - dohlal
-_ -_— - C- - -
-------
- - @9 = 42 - 4@ W W
— . — g il gl e

ik inih Figinlls. L . S -_

L -l L] L .y b s
- - -_— -_— - — —
o~ - - - -— -
L L Sy L .. . -_—
g -~ il L o — -
A L L -u b _— |
s Y - -— - - ™

L - i S ] i lialgls: b

L 3 Al - -_— -_ - _—r

- -_— il L - — __—_
[N Y N o T
L N ME A 2B 2 E W
ﬂﬂﬂﬂﬂﬂﬂ
L eis 0 e AR MR A0
il Pl gk gl migigl iy L
. ki, ] -_— -_— - iy
e ap 2 ws A 00 whk S W
e - il e r - —-—
B, - eyl L mlinls. i -
_— -_— — - - wink =l

3 ] - ar - . —



U.S. Patent Sep. 24, 2002 Sheet 8 of 8 US 6,455,253 B1

l.Consensus A GATTAAGGAGGAAGGATTAGA SEQ ID NO: 87
490 500
2. alpha I - - e e = = . R N A - SEQ ID NO: B8
3. alpha C PO (PR T I R S T SEQ ID NO: 89
4. alpha H - - - = = = = = = = = = = = = = = = = = - SEQ ID NO: 90
S. alpha 4B - - - - - - - S N T - SEQ ID NO: 91
6. alpha 6 - -G - - - - = - = = =0 - -« -« ~-A - A - SEQ ID NO: 92
7. alpha 7 G - - « = = = = « - = « v = = - = = - - SEQ ID NO: 93
8. alpha 8 - =« ==6G-«A--~-T-~-- -~~~ A - - - SEQ ID NO: 94
$. alpha D T TR R S A - A - SEQ ID NO: 85
10.alpha F - - - = = = =« = = = - = = - = = - A - - - SEQ ID NO: 96
ll.alpha I R T A SEQ ID NO: 97
l12.alpha WA G -~ - - - = - =~ A~~~ === -« = ===~ SEQ ID NO: 38
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METHODS AND COMPOSITIONS FOR
POLYPEPTIDE ENGINEERING

This application 1s a continuation of, and claims priority
to and the benefit of, U.S. application Ser. No. 08/769,062,

filed Dec. 18, 1996, now U.S. Pat. No. 6,335,160, which i1s
incorporated by reference 1n 1ts entirety for all purposes.

COPYRIGHT NOTIFICATION

Pursuant to 37 C.F.R. 1.71(e), Applicants note that a
portion of this disclosure contains material which 1s subject
to copyright protection. The copyright owner has no objec-
fion to the facsimile reproduction by anyone of the patent
document or patent disclosure, as 1t appears 1n the Patent and
Trademark Office patent file or records, but otherwise
reserves all copyright rights whatsoever.

BACKGROUND OF THE INVENTION

Recursive sequence recombination entails performing
iterative cycles of recombination and screening or selection
to “evolve” individual genes, whole plasmids or viruses,
multigene clusters, or even whole genomes (Stemmer, Bio/
Technology 13:549-553 (1995)). Such techniques do not
require the extensive analysis and computation required by
conventional methods for polypeptide engineering. Recur-
sive sequence recombination allows the recombination of
large numbers of mutations in a minimum number of selec-
fion cycles, 1n contrast to traditional, pairwise recombination
events.

Thus, recursive sequence recombination (RSR) tech-
niques provide particular advantages in that they provide
recombination between mutations 1n any or all of these,
thereby providing a very fast way of exploring the manner
in which different combinations of mutations can affect a
desired result.

In some 1nstances, however, structural and/or functional
information 1s available which, although not required for
recursive sequence recombination, provides opportunities
for modification of the technique. In other mstances, selec-
tion and/or screening of a laree number of recombinants can
be costly or time-consuming. A further problem can be the
manipulation of large nucleic acid molecules. The mstant
invention addresses these 1ssues and others.

SUMMARY OF THE INVENTION

One aspect of the mvention 1s a method for evolving a
protein encoded by a DNA substrate molecule comprising:

(a) digesting at least a first and second DNA substrate
molecule, wherein the at least a first and second sub-
strate molecules differ from each other 1n at least one
nucleotide, with a restriction endonuclease;

(b) ligating the mixture to generate a library of recombi-
nant DNA molecules;

(¢) screening or selecting the products of (b) for a desired
property; and
(d) recovering a recombinant DNA substrate molecule
encoding an evolved protein.
A further aspect of the invention 1s a method for evolving
a protein encoded by a DNA substrate molecule by recom-
bining at least a first and second DNA substrate molecule,
wherein the at least a first and second substrate molecules
differ from each other in at least one nucleotide and com-
prise defined segments, the method comprising:

(a) providing a set of oligonucleotide PCR primers, com-
prising at least one primer for each segment, wherein
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the primer sequence 1s complementary to at least one
junction with another segment;

(b) amplifying the segments of the at least a first and
second DNA substrate molecules with the primers of
step (a) in a polymerase chain reaction;

(c) assembling the products of step (b) to generate a
library of recombinant DNA substrate molecules;

(d) screening or selecting the products of (c) for a desired
property; and

(¢) recovering a recombinant DNA substrate molecule
from (d) encoding an evolved protein.
A Turther aspect of the 1nvention 1s a method of enriching
a population of DNA fragments for mutant sequences com-
prising:
(a) denaturing and renaturing the population of fragments
to generate a population of hybrid double-stranded

fragments 1n which at least one double-stranded frag-
ment comprises at least one base pair mismatch;

(b) fragmenting the products of (a) into fragments of
about 20-100 bp;

(c) affinity-purifying fragments having a mismatch on an
alfinity matrix to generate a pool of DNA fragments
enriched for mutant sequences; and

(d) assembling the products of (c) to generate a library of
recombinant DNA substrate molecules.

A further aspect of the invention 1s a method for evolving
a protein encoded by a DNA substrate molecule, by recom-
bining at least a first and second DNA substrate molecule,
whereln the at least a first and second substrate molecules
share a region of sequence homology of about 10 to 100 base
pairs and comprise defined segments, the method compris-
ng:

(a) providing regions of homology in the at least a first

and second DNA substrate molecules by inserting an
intron sequence between at least two defined segments;

(b) fragmenting and recombining DNA substrate mol-
ecules of (a), wherein regions of homology are pro-
vided by the introns;

(c) screening or selecting the products of (b) for a desired
property; and

(d) recovering a recombinant DNA substrate molecule

from the products of (¢) encoding an evolved protein.

A Turther aspect of the invention 1s a method for evolving

a protein encoded by a DNA substrate molecule by recom-

bining at least a first and second DNA substrate molecule,

wherein the at least a first and second substrate molecules

differ from each other 1n at least one nucleotide and com-
prise defined segments, the method comprising:

(a) providing a set of oligonucleotide PCR primers,
wherein for each strand of each segment a pair of
primers 1s provided, one member of each pair bridging
the junction at one end of the segment and the other
bridging the junction at the other end of the segment,
with the terminal ends of the DNA molecule having as
onec member of the pair a generic primer, and wherein
a set of primers 1s provided for each of the at least a first
and second substrate molecules;

(b) amplifying the segments of the at least a first and
second DNA substrate molecules with the primers of
(a) in a polymerase chain reaction;

(c) assembling the products of (b) to generate a pool of
recombinant DNA molecules;

(d) selecting or screening the products of (c) for a desired
property; and
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(e) recovering a recombinant DNA substrate molecule
from the products of (d) encoding an evolved protein.

A further aspect of the invention 1s a method for optimiz-

Ing expression of a protein by evolving the protein, wherein
the protein 1s encoded by a DNA substrate molecule, com-
prising:

(a) providing a set of oligonucleotides, wherein each
oligonucleotide comprises at least two regions comple-
mentary to the DNA molecule and at least one degen-
erate region, each degenerate region encoding a region
of an amino acid sequence of the protein;

(b) assembling the set of oligonucleotides into a library of
full length genes;

(¢) expressing the products of (b) in a host cell;

(d) screening the products of (c¢) for improved expression
of the protem; and

(¢) recovering a recombinant DNA substrate molecule
encoding an evolved protein from (d).

A further aspect of the invention 1s a method for optimiz-
ing expression of a protein encoded by a DNA substrate
molecule by evolving the protein, wherein the DNA sub-
strate molecule comprises at least one lac operator and a
fusion of a DNA sequence encoding the protein with a DNA
sequence encoding a lac headpiece dimer, the method com-
prising:

(a) transforming a host cell with a library of mutagenized

DNA substrate molecules;

(b) inducing expression of the protein encoded by the
library of (a);
(¢) preparing an extract of the product of (b);

(d) fractionating insoluble protein from complexes of
soluble protein and DNA; and

(e) recovering a DNA substrate molecule encoding an
evolved protein from (d).

A further aspect of the invention 1s a method for evolving
functional expression of a protein encoded by a DNA
substrate molecule comprising a fusion of a DNA sequence
encoding the protein with a DNA sequence encoding fila-
mentous phage protein to generate a fusion protein, the
method comprising:

(a) providing a host cell producing infectious particles
expressing a fusion protein encoded by a library of
mutagenized DNA substrate molecules;

(b) recovering from (a) infectious particles displaying the
fusion protein;

(¢) affinity purifying particles displaying the mutant pro-
temn using a ligand for the protein; and

(d) recovering a DNA substrate molecule encoding an
evolved protein from affinity purified particles of (c).

A further aspect of the invention 1s a method for optimiz-

ing expression of a protein encoded by a DNA substrate
molecule comprising a fusion of a DNA sequence encoding
the protein with a lac headpiece dimer, wherein the DNA

substrate molecule 1s present on a first plasmid vector, the
method comprising:

(a) providing a host cell transformed with the first vector
and a second vector comprising a library of mutants of
at least one chaperonin gene, and at least one lac
operator;

(b) preparing an extract of the product of (a);

(¢) fractionating insoluble protein from complexes of
soluble protein and DNA; and

(d) recovering DNA encoding a chaperonin gene from (c).
A further aspect of the invention i1s a method for optimiz-
ing expression of a protein encoded by a DNA substrate
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molecule comprising a fusion of a DNA sequence encoding
the protemn with a filamentous phage gene, wherein the
fusion 1s carried on a phagemid comprising a library of
chaperonin gene mutants, the method comprising:

(a) providing a host cell producing infectious particles
expressing a fusion protein encoded by a library of
mutagenized DNA substrate molecules;

(b) recovering from (a) infectious particles displaying the
fusion protein;

(c) affinity purifying particles displaying the protein using

a ligand for the protein; and
(d) recovering DNA encoding the mutant chaperonin from

affinity purified particles of (c).
A further aspect of the imnvention 1s a method for optimiz-

Ing secretion of a protein 1 a host by evolving a gene

encoding a secretory function, comprising:

(a) providing a cluster of genes encoding secretory func-
tions;

(b) recombining at least a first and second sequence in the
gene cluster of (a) encoding a secretory function, the at
least a first and second sequences differing from each
other 1n at least one nucleotide, to generate a library of
recombinant sequences;

(c) transforming a host cell culture with the products of
(b), wherein the host cell comprises a DNA sequence
encoding the protein;

(d) subjecting the product of (¢) to screening or selection
for secretion of the protein; and
(e) recovering DNA encoding an evolved gene encoding
a secretory function from the product of (d).
A further aspect of the invention 1s a method for evolving
an 1mproved DNA polymerase comprising:

(a) providing a library of mutant DNA substrate mol-
ecules encoding mutant DNA polymerase;

(b) screening extracts of cells transfected with (a) and
comparing activity with wild type DNA polymerase;
(¢) recovering mutant DNA substrate molecules from
cells in (b) expressing mutant DNA polymerase having
improved activity over wild-type DNA polymerase;

and

(d) recovering a DNA substrate molecule encoding an
evolved polymerase from the products of (c).
A further aspect of the invention 1s a method for evolving
a DNA polymerase with an error rate greater than that of
wild type DNA polymerase comprising:

(a) providing a library of mutant DNA substrate mol-
ecules encoding mutant DNA polymerase 1n a host cell
comprising an indicator gene having a revertible
mutation, wherein the indicator gene 1s replicated by
the mutant DNA polymerase;

(b) screening the products of (a) for revertants of the
indicator gene;

(¢) recovering mutant DNA substrate molecules from
revertants; and

(d) recovering a DNA substrate molecule encoding an
evolved polymerase from the products of (c).

A Turther aspect of the invention 1s a method for evolving

a DNA polymerase, comprising:

(a) providing a library of mutant DNA substrate mol-
ecules encoding mutant DNA polymerase, the library
comprising a plasmid vector;

(b) preparing plasmid preparations and extracts of host
cells transfected with the products of (a);

(c) amplifying each plasmid preparation in a PCR reaction
using the mutant polymerase encoded by that plasmid,
the polymerase being present in the host cell extract;
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(d) recovering the PCR products of (c); and

(e) recovering a DNA substrate molecule encoding an
evolved polymerase from the products of (d).
A further aspect of the invention 1s a method for evolving
a p-nitrophenol phosphonatase from a phosphonatase
encoded by a DNA substrate molecule, comprising:

(a) providing library of mutants of the DNA substrate
molecule, the library comprising a plasmid expression
vector,

(b) transfecting a host, wherein the host phn operon is
deleted;

(¢) selecting for growth of the transfectants of (b) using a
p-nitrophenol phosphonatase as a substrate;

(d) recovering the DNA substrate molecules from trans-
fectants selected from (c); and

(e) recovering a DNA substrate molecule from (d) encod-
ing an evolved phosphonatase.
A further aspect of the invention 1s a method for evolving
a protease encoded by a DNA substrate molecule compris-
Ing:
(a) providing library of mutants of the DNA substrate
molecule, the library comprising a plasmid expression

vector, wherein the DNA substrate molecule 1s linked
to a secretory leader;

(b) transfecting a host;

(¢) selecting for growth of the transfectants of (b) on a
complex protein medium; and

(d) recovering a DNA substrate molecule from (c¢) encod-
ing an evolved protease.

A further aspect of the invention 1s a method for screening

a library of protease mutants displayed on a phage to obtain

an 1mproved protease, wherein a DNA substrate molecule

encoding the protease 1s fused to DNA encoding a filamen-

fous phage protein to generate a fusion protein, comprising:

(a) providing host cells expressing the fusion protein;

(b) overlaying host cells with a protein net to entrap the
phage;

(c) washing the product of (b) to recover phage liberated
by digestion of the protein net;

(d) recovering DNA from the product of (c); and

(e) recovering a DNA substrate from (d) encoding an
improved protease.
A further aspect of the invention 1s a method for screening
a library of protease mutants to obtain an improved protease,
the method comprising:
(a) providing a library of peptide substrates, the peptide
substrate comprising a fluorophore and a fluorescence
quencher;

(b) screening the library of protease mutants for ability to
cleave the peptide substrates, wherein fluorescence 1s

measured; and
(¢) recovering DNA encoding at least one protease mutant

from (b).
A further aspect of the invention 1s a method for evolving
an alpha interferon gene comprising:

(a) providing a library of mutant alpha interferon genes,
the library comprising a filamentous phage vector;

(b) stimulating cells comprising a reporter construct, the
reporter construct comprising a reporter gene under
control of an interferon responsive promoter, and
wherein the reporter gene 1s GFP;

(c) separating the cells expressing GFP by FACS;
(d) recovering phage from the product of (c); and
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(e) recovering an evolved interferon gene from the prod-
uct of (d).
A further aspect of the invention 1s a method for screening
a library of mutants of a DNA substrate encoding a protein
for an evolved DNA substrate, comprising;:

(a) providing a library of mutants, the library comprising
an expression vector;

(b) transfecting a mammalian host cell with the library of

(a), wherein mutant protein is expressed on the surface
of the cell;

(c) screening or selecting the products of (b) with a ligand
for the protein;

(d) recovering DNA encoding mutant protein from the
products of (c); and

() recovering an evolved DNA substrate from the prod-
ucts of (d).

A further aspect of the invention 1s a method for evolving
a DNA substrate molecule encoding an interferon alpha,
comprising:

(a) providing a library of mutant alpha interferon genes,
the library comprising an expression vector wherein the
alpha 1nterferon genes are expressed under the control

{ an 1nducible promoter;

0
(b) transfecting host cells with the library of (a);
(c) contacting the product of (b) with a virus;

(d) recovering DNA encoding a mutant alpha interferon
from host cells surviving step (c); and

(e) recovering an evolved interferon gene from the prod-
uct of (d).

A further aspect of the invention 1s a method for evolving
the stability of a protein encoded by a DNA substrate
molecule, the DNA substrate molecule comprising a fusion
of a DNA sequence encoding the protein with a DNA
sequence encoding a filamentous phage protein to generate
a fusion protein, the method comprising;:

(a) providing a host cell expressing a library of mutants of
the fusion protein;

(b) affinity purifying the mutants with a ligand for the
protein, wherein the ligand 1s a human serum protein,
fissue speciiic protein, or receptor;

(¢) recovering DNA encoding a mutant protein from the
affinity selected mutants of (b); and

(d) recovering an evolved gene encoding the protein from

the product of (c).
A further aspect of the invention 1s a method for evolving
a protein having at least two subunits, comprising:

(a) providing a library of mutant DNA substrate mol-
ecules for each subunit;

(b) recombining the libraries into a library of single chain
constructs of the protein, the single chain construct
comprising a DNA substrate molecule encoding each
subunit sequence, the subunit sequence being linked by
a linker at a nucleic acid sequence encoding the amino
terminus of one subunit to a nucleic acid sequence
encoding the carboxy terminus of a second subunit;

(¢) screening or selecting the products of (B),

(d) recovering recombinant single chain construct DNA
substrate molecules from the products of (c);

(¢) subjecting the products of (d) to mutagenesis; and

(f) recovering an evolved single chain construct DNA
substrate molecule from (e).
A Turther aspect of the invention 1s a method for evolving
the coupling of a mammalian 7-transmembrane receptor to
a yeast signal transduction pathway, comprising:
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(a) expressing a library of mammalian G alpha protein
mutants 1n a host cell, wherein the host cell expresses
the mammalian 7-transmembrane receptor and a
reporter gene, the receptor gene geing expressed under
control of a pheromone responsive promoter;

(b) screening or selecting the products of (a) for expres-
sion of the reporter gene 1n the presence of a ligand for
the 7-transmembrance receptor; and

(¢) recovering DNA encoding an evolved G alpha protein
mutant from screened or selected products of (b).

A further aspect of the invention 1s a method for recom-
bining at least a first and second DNA substrate molecule,
comprising:

(a) transfecting a host cell with at least a first and second
DNA substrate molecule wherein the at least a first and
second DNA substrate molecules are recombined 1n the
host cell;

(b) screening or selecting the products of (a) for a desired
property; and
(¢c) recovering recombinant DNA substrate molecules
from (b).
A further aspect of the invention 1s a method for evolving
a DNA substrate sequence encoding a protein of interest,

wherein the DNA substrate comprises a vector, the vector
comprising single-stranded DNA, the method comprising:

(a) providing single-stranded vector DNA and a library of
mutants of the DNA substrate sequence;

(b) annealing single stranded DNA from the library of (a)
to the single stranded vector DNA of (a);

(¢) transforming the products of (b) into a host;

(d) screening the product of (c) for a desired property; and

(¢) recovering evolved DNA substrate DNA from the
products of (d).

BRIEF DESCRIPTION OF THE DRAWINGS

FIG. 1 depicts the alignment of oligo PCR primers for
evolution of bovine calf intestinal alkaline phosphatase.

FIG. 2 depicts the alignment of alpha interferon amino
acid and nucleic acid sequences (SEQ. ID NO.s 75-86 and
87-98 respectively).

DESCRIPTION OF THE SPECIFIC
EMBODIMENTS

The invention provides a number of strategies for evolv-
ing polypeptides through recursive recombination methods.
In some embodiments, the strategies of the invention can
ogenerally be classified as “coarse grain shuftling” and “fine
orain shuffling.” As described 1n detail below, these strate-
oles are especially applicable 1 situations where some
structural or functional 1information 1s available regarding
the polypeptides of interest, where the nucleic acid to be
manipulated 1s large, when selection or screening of many
recombinants 1S cumbersome, and so on. “Coarse grain
shuffling” generally involves the exchange or recombination
of segments of nucleic acids, whether defined as functional
domains, exons, restriction endonuclease fragments, or oth-
erwise arbitrarily defined segments. “Fine grain shuflling”
generally involves the introduction of sequence variation
within a segment, such as within codons.

Coarse grain and fine grain shuitling allow analysis of
variation occuring within a nucleic acid sequence, also
termed “searching of sequence space.” Although both tech-
niques are meritorious, the results are qualitatively different.
For example, coarse grain searches are often better suited for
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optimizing mulfigene clusters such as polyketide operons,
whereas fine grain searches are often optimal for optimizing,
a property such as protein expression using codon usage

libraries.

The strategies generally entail evolution of gene(s) or
segment(s) thereof to allow retention of function in a het-
erologous cell or improvement of function in a homologous
or heterologous cell. Evolution 1s effected generally by a
process termed recursive sequence recombination. Recur-
sive sequence recombination can be achieved in many
different formats and permutations of formats, as described
in further detail below. These formats share some common
principles. Recursive sequence recombination entails suc-
cessive cycles of recombination to generate molecular
diversity, 1.e., the creation of a family of nucleic acid
molecules showing substantial sequence 1dentity to each
other but differing i1n the presence of mutations. Each
recombination cycle 1s followed by at least one cycle of
screening or selection for molecules having a desired char-
acteristic. The molecule(s) selected in one round form the
starting materials for generating diversity 1n the next round.
In any given cycle, recombination can occur 1n vivo or In
vitro. Furthermore, diversity resulting from recombination
can be augmented 1n any cycle by applying prior methods of
mutagenesis (€.g., error-prone PCR or cassette mutagenesis,
passage through bacterial mutator strains, treatment with
chemical mutagens) to either the substrates for or products
of recombination.

Formats for Recursive Sequence Recombination

Some formats and examples for recursive sequence
recombination, sometimes referred to as DNA shuffling,
evolution, or molecular breeding, have been described by
the present mventors and co-workers in co-pending appli-
cations U.S. patent application Ser. No. 08/198,431, filed
Feb. 17, 1994, Serial No. PCT/US95/02126, filed, Feb. 17,
1995 (International Publication No. WO 95/22625), Ser. No.
08/425,684, filed Apr. 18, 1995, Ser. No. 08/537,874, filed
Oct. 30, 1995, Ser. No. 08/564,955, filed Nov. 30, 1995, Ser.
No. 08/621,859, filed Mar. 25, 1996, Ser. No. 08/621,430,
filed Mar. 25, 1996, Serial No. PCT/US96/05480, filed Apr.
18, 1996 (International Publication No. WO 96/33207), Ser.
No. 08/650,400, filed May 20, 1996, Ser. No. 08/675,502,
filed Jul. 3, 1996, Ser. No. 08/721,824, filed Sep. 27, 1996,
and Ser. No. 08/722,660 filed Sep. 27, 1996; Stemmer,
Science 270:1510 (1995); Stemmer et al., Gene 164:49-53
(1995); Stemmer, Bio/Technology 13:549-553 (1995);
Stemmer, Proc. Natl. Acad. Sci1. U.S.A. 91:10747-10751
(1994); Stemmer, Nature 370:389-391 (1994); Crameri et
al., Nature Medicine 2(1):1-3 (1996); Crameri et al., Nature
Biotechnology 14:315-319 (1996), each of which is incor-
porated by reference in its entirety for all purposes.

In general, the term “gene” 1s used herein broadly to refer
to any segment or sequence of DNA associated with a
biological function. Genes can be obtained from a variety of
sources, 1ncluding cloning from a source of interest or
synthesizing from known or predicted sequence
information, and may include sequences designed to have
desired parameters.

A wide variety of cell types can be used as a recipient of
evolved genes. Cells of particular interest include many
bacterial cell types, both gram-negative and gram-positive,
such as Rhodococcus, Streptomycetes, Actinomycetes,
Corynebacteria, Penicillium, Bacillus, Escherichia coll,
Pseudomonas, Salmonella, and Erwinia. Cells of interest
also 1nclude eukaryotic cells, particularly mammalian cells
(e.g., mouse, hamster, primate, human), both cell lines and
primary cultures. Such cells include stem cells, including
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embryonic stem cells, zygotes, fibroblasts, lymphocytes,
Chinese hamster ovary (CHO), mouse fibroblasts (NIH3T3),
kidney, liver, muscle, and skin cells. Other eukaryotic cells
of interest include plant cells, such as maize, rice, wheat,
cotton, soybean, sugarcane, tobacco, and arabidopsis; fish,
algae, fungi (Penicillium, Fusarium, Aspergillus, Podospora,
Neurospora), insects, yeasts (Picchia and Saccharomyces).

The choice of host will depend on a number of factors,
depending on the intended use of the engineered host,
including pathogenicity, substrate range, environmental
hardiness, presence of key intermediates, ease of genetic
manipulation, and likelithood of promiscuous transfer of
genetic information to other organisms. A preferred host has
the ability to replicate vector DNA, express protemns of
interest, and properly traffic proteins of interest. Particularly
advantageous hosts are £. coli, lactobacilli, Streptomycetes,
Actinomycetes, fungi such as Saccaromyces cerivisiae or
Pischia pastoris, Schneider cells, L-cells, COS cells, CHO
cells, and transformed B cell lines such as SP2/0, J558, NS-1
and AGS8-653.

The breeding procedure starts with at least two substrates
that generally show substantial sequence identity to each
other (i.e., at least about 50%, 70%, 80% or 90% sequence
identity), but differ from each other at certain positions. The
difference can be any type of mutation, for example,
substitutions, nsertions and deletions. Often, different seg-
ments differ from each other 1n perhaps 5—20 positions. For
recombination to generate increased diversity relative to the
starting materials, the starting materials must differ from
cach other 1 at least two nucleotide positions. That 1s, 1f
there are only two substrates, there should be at least two
divergent positions. If there are three substrates, for
example, one substrate can differ from the second as a single
position, and the second can differ from the third at a
different single position. The starting DNA segments can be
natural variants of each other, for example, allelic or species
variants. The segments can also be from nonallelic genes
showing some degree of structural and usually functional
relatedness (e.g., different genes within a superfamily such
as the immunoglobulin superfamily). The starting DNA
secgments can also be mduced variants of each other. For
example, one DNA segment can be produced by error-prone
PCR replication of the other, or by substitution of a
mutagenic cassette. Induced mutants can also be prepared by
propagating one (or both) of the segments in a mutagenic
strain. In these situations, strictly speaking, the second DNA
segment 15 not a single segment but a large family of related
secgments. The different segments forming the starting mate-
rials are often the same length or substantially the same
length. However, this need not be the case; for example; one
segment can be a subsequence of another. The segments can
be present as part of larger molecules, such as vectors, or can
be 1n 1solated form.

The starting DNA segments are recombined by any of the
recursive sequence recombination formats provded herein to
ogenerate a diverse library of recombinant DNA segments.
Such a library can vary widely 1n size from having fewer
than 10 to more than 10°, 10°, or 10'* members. In general,
the starting segments and the recombinant libraries gener-
ated include full-length coding sequences and any essential
regulatory sequences, such as a promoter and polyadenyla-
fion sequence, required for expression. However, 1f this 1s
not the case, the recombinant DNA segments 1n the library
can be 1nserted into a common vector providing the missing
sequences before performing screening/selection.

If the recursive sequence recombination format employed
1s an 1 vivo format, the library of recombinant DNA
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segments generated already exists 1n a cell, which 1s usually
the cell type 1n which expression of the enzyme with altered
substrate specificity 1s desired. If recursive sequence recoms-
bination 1s performed in vitro, the recombinant library 1s
preferably introduced into the desired cell type before
screening/selection. The members of the recombinant
library can be linked to an episome or virus before intro-
duction or can be mtroduced directly. In some embodiments
of the invention, the library 1s amplified 1n a first host, and
1s then recovered from that host and introduced to a second
host more amenable to expression, selection, or screening,
or any other desirable parameter. The manner in which the
library 1s introduced into the cell type depends on the
DNA-uptake characteristics of the cell type, e.g., having
viral receptors, being capable of conjugation, or being
naturally competent. If the cell type 1s insusceptible to
natural and chemical-induced competence, but susceptible
to electroporation, one would usually employ electropora-
tion. If the cell type 1s 1nsusceptible to electroporation as
well, one can employ biolistics. The biolistic PDS-1000
Gene Gun (Biorad, Hercules, Calif.) uses helium pressure to
accelerate DNA-coated gold or tungsten microcarriers
toward target cells. The process 1s applicable to a wide range
of tissues, including plants, bacteria, fungi, algae, intact
animal tissues, tissue culture cells, and animal embryos. One
can employ electronic pulse delivery, which 1s essentially a
mild electroporation format for live tissues 1n animals and
patients. Zhao, Advanced Drug Delivery Reviews
17:257-262 (1995). Novel methods for making cells com-
petent are described in co-pending application U.S. patent
application Ser. No. 08/621,430, filed Mar. 25, 1996. After
introduction of the library of recombinant DNA genes, the
cells are optionally propagated to allow expression of genes
to occur.

A. In vitro Formats

One format for recursive sequence recombination utilizes
a pool of related sequences. The sequences can be DNA or
RNA and can be of various lengths depending on the size of
the gene or DNA fragment to be recombined or reassembled.
Preferably the sequences are from 50 bp to 100 kb.

The pool of related substrates can be fragmented, usually
at random, 1nto fragments of from about 5 bp to 5 kb or
more. Preferably the size of the random fragments 1s from
about 10 bp to 1000 bp, more preferably the size of the DNA
fragments 1s from about 20 bp to 500 bp. The substrates can
be digested by a number of different methods, such as
DNAsel or RNAse digestion, random shearing or restriction
enzyme digestion. The concentration of nucleic acid frag-
ments of a particular length 1s often less than 0.1% or 1% by
welght of the total nucleic acid. The number of different
specific nucleic acid fragments 1n the mixture 1s usually at
least about 100, 500 or 1000.

The mixed population of nucleic acid fragments are
denatured by heating to about 80° C. to 100° C., more
preferably from 90° C. to 96° C., to form single-stranded
nucleic acid fragments. Single-stranded nucleic acid frag-
ments having regions of sequence 1dentity with other single-
stranded nucleic acid fragments can then be reannealed by
cooling to 20° C. to 75° C., and preferably from 40° C. to
65° C. Renaturation can be accelerated by the addition of
polyethylene glycol (“PEG”) or salt. The salt concentration
1s preferably from 0 mM to 600 mM, more preferably the
salt concentration 1s from 10 mM to 100 mM. The salt may
be such salts as (NH,),S0O,, KCl, or NaCl. The concentra-
tion of PEG i1s preferably from 0% to 2%, more preferably
from 5% to 10%. The fragments that reanneal can be from
different substrates.
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The annealed nucleic acid fragments are incubated 1 the
presence of a nucleic acid polymerase, such as Tag or

Klenow, Mg at 1 mM-20 mM, and dNTP’s (i.e. dATP,
dCTP, dGTP and dTTP). If regions of sequence identity are
large, Taq or other high-temperature polymerase can be used
with an annealing temperature of between 45-65° C. If the
arcas of 1dentity are small, Klenow or other low-temperature
polymerases can be used with an annealing temperature of
between 20-30° C. The polymerase can be added to the
random nucleic acid fragments prior to annealing, stmulta-
neously with annealing or after annealing.

The cycle of denaturation, renaturation and incubation of
random nucleic acid fragments 1n the presence of poly-
merase 1s sometimes referred to as “shuffling” of the nucleic
acid 1n vitro. This cycle 1s repeated for a desired number of
times. Preferably the cycle 1s repeated from 2 to 100 times,
more preferably the sequence i1s repeated from 10 to 40
times. The resulting nucleic acids are a family of double-
stranded polynucleotides of from about 50 bp to about 100
kb, preferably from 500 bp to 50 kb. The population
represents variants of the starting substrates showing sub-
stantial sequence 1dentity thereto but also diverging at sev-
eral positions. The population has many more members than
the starting substrates. The population of fragments resulting
from recombination 1s preferably first amplified by PCR,
then cloned i1nto an appropriate vector and the ligation
mixture used to transform host cells.

In a variation of in vitro shuffling, subsequences of
recombination substrates can be generated by amplifying the
full-length sequences under conditions which produce a
substantial fraction, typically at least 20 percent or more, of
incompletely extended amplification products. The amplifi-
cation products, including the incompletely extended ampli-
fication products are denatured and subjected to at least one
additional cycle of reannealing and amplification. This
variation, wherein at least one cycle of reannealing and
amplification provides a substantial fraction of incompletely
extended products, 1s termed “stuttering.” In the subsequent
amplification round, the incompletely extended products
anneal to and prime extension on different sequence-related
template species.

In a further variation, at least one cycle of amplification
can be conducted using a collection of overlapping single-
stranded DNA fragments of related sequence, and different
lengths. Each fragment can hybridize to and prime poly-
nucleotide chain extension of a second fragment from the
collection, thus forming sequence-recombined polynucle-
otides. In a further variation, single-stranded DNA frag-
ments of variable length can be generated from a single
primer by Vent DNA polymerase on a first DNA template.
The single stranded DNA fragments are used as primers for
a second, Kunkel-type template, consisting of a uracil-
containing circular single-stranded DNA. This results in
multiple substitutions of the first template into the second
(see Levichkin et al., Mol. Biology 29:572-577 (1995)).

Nucleic acid sequences can be recombined by recursive
sequence recombination even 1if they lack sequence homol-
ogy. Homology can be introduced using synthetic oligo-
nucleotides as PCR primers. In addition to the speciiic
sequences for the nucleic acid segment being amplified, all
of the primers used to amplily one particular segment are
synthesized to contain an additional sequence of 20—40
bases 5' to the gene (sequence A) and a different 20—40 base
sequence 3' to the segment (sequence B). An adjacent
secgment 1s amplified using a 5' primer which contains the
complementary strand of sequence B (sequence B'), and a 3’
primer containing a different 20—40 base sequence (C).
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Similarly, primers for the next adjacent segment contain
sequences C', (complementary to C) and D. In this way,
small regions of homology are introduced, making the
segments 1nto site-specific recombination cassettes. Subse-
quent to the 1nitial amplification of individual segments, the
amplified segments can then be mixed and subjected to
primeness PCR.

When domains within a polypeptide are shuftled, it may
not be possible to introduce additional flanking sequences to
the domains, due to the constraint of maintaining a continu-
ous open reading frame. Instead, groups of oligonucleotides
are synthesized that are homologous to the 3" end of the first
domain encoded by one of the genes to be shuflled, and the
5" ends of the second domains encoded by all of the other
oenes to be shuilled together. This 1s repeated with all
domains, thus providing sequences that allow recombination
between protein domains while maintaining their order.

B. In vivo Formats

1. Plasmid-Plasmid Recombination

The mitial substrates for recombination are a collection of
polynucleotides comprising variant forms of a gene. The
variant forms usually show substantial sequence identity to
cach other sufficient to allow homologous recombination
between substrates. The diversity between the polynucle-
otides can be natural (e.g., allelic or species variants),
induced (e.g., error-prone PCR or error-prone recursive
sequence recombination), or the result of in vitro recombi-
nation. Diversity can also result from resynthesizing genes
encoding natural proteins with alternative codon usage.
There should be at least suflicient diversity between sub-
strates that recombination can generate more diverse prod-
ucts than there are starting materials. There must be at least
two substrates differing 1n at least two positions. However,
commonly a library of substrates of 10°-10° members is
employed. The degree of diversity depends on the length of
the substrate being recombined and the extent of the func-
tional change to be evolved. Diversity at between 0.1-25%
of positions 1s typical. The diverse substrates are incorpo-
rated mto plasmids. The plasmids are often standard cloning
vectors, e.g., bacterial multicopy plasmids. However, 1n
some methods to be described below, the plasmids include
mobilization (MOB) functions. The substrates can be incor-
porated into the same or different plasmids. Often at least
two different types of plasmid having different types of
selectable markers are used to allow selection for cells
containing at least two types of vector. Also, where different
types of plasmid are employed, the different plasmids can
come from two distinct incompatibility groups to allow
stable co-existence of two different plasmids within the cell.
Nevertheless, plasmids from the same incompatibility group
can still co-exist within the same cell for sufficient time to
allow homologous recombination to occur.

Plasmids containing diverse substrates are initially intro-
duced into cells by any method (e.g., chemical
transformation, natural competence, electroporation,
biolistics, packaging into phage or viral systems). Often, the
plasmids are present at or near saturating concentration
(with respect to maximum transfection capacity) to increase
the probability of more than one plasmid entering the same
cell. The plasmids containing the various substrates can be
transfected simultancously or i1n multiple rounds. For
example, 1n the latter approach cells can be transfected with
a first aliquot of plasmid, transfectants selected and
propagated, and then infected with a second aliquot of
plasmid.

Having introduced the plasmids into cells, recombination
between substrates to generate recombinant genes occurs
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within cells containing multiple different plasmids merely
by propagating the cells. However, cells that receive only
one plasmid are unable to participate in recombination and
the potential contribution of substrates on such plasmids to
evolution i1s not fully exploited (although these plasmids
may contribute to some extent if they are progagated in
mutator cells). The rate of evolution can be increased by
allowing all substrates to participate in recombination. Such
can be achieved by subjecting transfected cells to electropo-
ration. The conditions for electroporation are the same as
those conventionally used for introducing exogenous DNA
into cells (e.g., 1,000-2,500 volts, 400 uF and a 1-2 mM
gap). Under these conditions, plasmids are exchanged
between cells allowing all substrates to participate in recom-
bination. In addition the products of recombination can
undergo further rounds of recombination with each other or
with the original substrate. The rate of evolution can also be
increased by use of conjugative transfer. To exploit conju-
gative transfer, substrates can be cloned into plasmids hav-
ing MOB genes, and tra genes are also provided 1n ci1s or in
trans to the MOB genes. The effect of conjugative transfer
1s very similar to electroporation in that 1t allows plasmids
to move between cells and allows recombination between
any substrate and the products of previous recombination to
occur, merely by propagating the culture. The rate of evo-
lution can also be increased by fusing cells to i1nduce
exchange of plasmids or chromosomes. Fusion can be
induced by chemical agents, such as PEG, or viral proteins,
such as influenza virus hemagglutinin, HSV-1 gB and ¢D.
The rate of evolution can also be 1increased by use of mutator
host cells (e.g., Mut L, S, D, T, H in bacteria and Ataxia
telangiectasia human cell lines).

The time for which cells are propagated and recombina-
fion 1s allowed to occur, of course, varies with the cell type
but 1s generally not critical, because even a small degree of
recombination can substantially increase diversity relative to
the starting materials. Cells bearing plasmids containing
recombined genes are subject to screening or selection for a
desired function. For example, if the substrate being evolved
contains a drug resistance gene, one would select for drug
resistance. Cells surviving screening or selection can be
subjected to one or more rounds ol screening/selection
followed by recombination or can be subjected directly to an
additional round of recombination. “Screening” as used
herein 1s intended to include “selection” as a type of screen.

The next round of recombination can be achieved by
several different formats independently of the previous
round. For example, a further round of recombination can be
clfected simply by resuming the electroporation or
conjugation-mediated intercellular transfer of plasmids
described above. Alternatively, a fresh substrate or
substrates, the same or different from previous substrates,
can be transfected into cells surviving selection/screening.
Optionally, the new substrates are included 1 plasmid
vectors bearing a different selective marker and/or from a
different incompatibility group than the original plasmids.
As a further alternative, cells surviving selection/screening,
can be subdivided into two subpopulations, and plasmid
DNA from one subpopulation transfected into the other,
where the substrates from the plasmids from the two sub-
populations undergo a further round of recombination. In
cither of the latter two options, the rate of evolution can be
increased by employing DNA extraction, electroporation,
conjugation or mutator cells, as described above. In a still
further variation, DNA from cells surviving screening/
selection can be extracted and subjected to 1n vitro recursive
sequence recombination.
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After the second round of recombination, a second round
of screening/selection 1s performed, preferably under con-
ditions of increased stringency. If desired, further rounds of
recombination and selection/screening can be performed
using the same strategy as for the second round. With
successive rounds of recombination and selection/screening,
the surviving recombined substrates evolve toward acquisi-
fion of a desired phenotype. Typically, 1n this and other
methods of recursive recombination, the final product of
recombination that has acquired the desired phenotype dii-
fers from starting substrates at 0.1%—-25% of positions and
has evolved at a rate orders of magnitude in excess (e.g., by
at least 10-fold, 100-fold, 1000-fold, or 10,000 fold) of the
rate of evolution driven by naturally acquired mutation of
about 1 mutation per 107" positions per generation (see
Andersson et al., Proc. Natl. Acad. Sci. U.S.A. 93:906-907
(1996)). The “final product” may be transferred to another
host more desirable for utilization of the “shuffled” DNA.
This 1s particularly advantageous in situations where the
more desirable host 1s less efficient as a host for the many
cycles of mutation/recombination due to the lack of molecu-
lar biology or genetic tools available for other organisms
such as F. coll.

2. Virus-Plasmid Recombination

The strategy used for plasmid-plasmid recombination can
also be used for virus-plasmid recombination; usually,
phage-plasmid recombination. However, some additional
comments particular to the use of viruses are appropriate.
The 1nitial substrates for recombination are cloned into both
plasmid and viral vectors. It 1s usually not critical which
substrate(s) is/are inserted into the viral vector and which
into the plasmid, although usually the viral vector should
contain different substrate(s) from the plasmid. As before,
the plasmid (and the virus) typically contains a selective
marker. The plasmid and viral vectors can both be intro-
duced 1nto cells by transfection as described above.
However, a more efficient procedure 1s to transfect the cells
with plasmid, select transfectants and infect the transfectants
with virus. Because the efficiency of infection of many
viruses approaches 100% of cells, most cells transfected and
infected by this route contain both a plasmid and virus
bearing different substrates.

Homologous recombination occurs between plasmid and
virus generating both recombined plasmids and recombined
virus. For some viruses, such as filamentous phage, in which
intracellular DNA exists in both double-stranded and single-
stranded forms, both can participate 1n recombination. Pro-
vided that the virus 1s not one that rapidly kills cells,
recombination can be augmented by use of electroporation
or conjugation to transfer plasmids between cells. Recom-
bination can also be augmented for some types of virus by
allowing the progeny virus from one cell to reinfect other
cells. For some types of virus, virus infected-cells show
resistance to superinfection. However, such resistance can
be overcome by infecting at high multiplicity and/or using
mutant strains of the virus in which resistance to superin-
fection 1s reduced.

The result of infecting plasmid-containing cells with virus
depends on the nature of the virus. Some viruses, such as
filamentous phage, stably exist with a plasmid 1n the cell and
also extrude progeny phage from the cell. Other viruses,
such as lambda having a cosmid genome, stably exist 1n a
cell like plasmids without producing progeny virions. Other
viruses, such as the T-phage and lytic lambda, undergo
recombination with the plasmid but ultimately kill the host
cell and destroy plasmid DNA. For viruses that infect cells
without killing the host, cells containing recombinant plas-
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mids and virus can be screened/selected using the same
approach as for plasmid-plasmid recombination. Progeny
virus extruded by cells surviving selection/screening can
also be collected and used as substrates 1n subsequent rounds
of recombination. For viruses that kill their host cells,
recombinant genes resulting from recombination reside only
in the progeny virus. If the screening or selective assay
requires expression ol recombinant genes in a cell, the
recombinant genes should be transferred from the progeny
virus to another vector, €.g., a plasmid vector, and retrans-
fected 1nto cells before selection/screening 1s performed.
For filamentous phage, the products of recombination are
present 1n both cells surviving recombination and i phage
extruded from these cells. The dual source of recombinant
products provides some additional options relative to the
plasmid-plasmid recombination. For example, DNA can be
isolated from phage particles for use 1n a round of in vitro
recombination. Alternatively, the progeny phage can be used
to transfect or infect cells surviving a previous round of

screening/selection, or fresh cells transfected with fresh
substrates for recombination.

3. Virus-Virus Recombination

The principles described for plasmid-plasmid and
plasmid-viral recombination can be applied to virus-virus
recombination with a few modifications. The initial sub-
strates for recombination are cloned into a viral vector.
Usually, the same vector i1s used for all substrates.
Preferably, the virus 1s one that, naturally or as a result of
mutation, does not Kkill cells. After insertion, some wviral
genomes can be packaged 1n vitro or using a packaging cell
line. The packaged viruses are used to infect cells at high
multiplicity such that there 1s a high probability that a cell
will receive multiple viruses bearing different substrates.

After the mmitial round of infection, subsequent steps
depend on the nature of infection as discussed in the
previous section. For example, if the viruses have phagemid
(Sambrook et al., Molecular Cloning, CSH Press, 1987)
genomes such as lambda cosmids or M13, Fl or Fd
phagemids, the phagemids behave as plasmids within the
cell and undergo recombination simply by propagating the
cells. Recombination 1s particularly efficient between single-
stranded forms of intracellular DNA. Recombination can be
augmented by electroporation of cells.

Following selection/screening, cosmids containing,
recombinant genes can be recovered from surviving cells,
¢.2., by heat induction of a cos™ lysogenic host cell, or
extraction of DNA by standard procedures, followed by
repackaging cosmid DNA 1n vitro.

If the viruses are filamentous phage, recombination of
replicating form DNA occurs by propagating the culture of
infected cells. Selection/screening 1dentifies colonies of cells
containing viral vectors having recombinant genes with
improved properties, together with infectious particles (i.e.,
phage or packaged phagemids) extruded from such cells.
Subsequent options are essentially the same as for plasmid-
viral recombination.

4. Chromosome Recombination

This format can be used to especially evolve chromo-
somal substrates. The format 1s particularly preferred in
situations 1n which many chromosomal genes contribute to
a phenotype or one does not know the exact location of the
chromosomal gene(s) to be evolved. The initial substrates
for recombination are cloned into a plasmid vector. If the
chromosomal gene(s) to be evolved are known, the sub-
strates constitute a family of sequences showing a high
degree of sequence 1dentity but some divergence from the
chromosomal gene. If the chromosomal genes to be evolved
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have not been located, the 1nitial substrates usually consti-
tute a library of DNA segments of which only a small
number show sequence identity to the gene or gene(s) to be
evolved. Divergence between plasmid-borne substrate and
the chromosomal gene(s) can be induced by mutagenesis or
by obtaining the plasmid-borne substrates from a different
species than that of the cells bearing the chromosome.

The plasmids bearing substrates for recombination are
transfected into cells having chromosomal gene(s) to be
evolved. Evolution can occur simply by propagating the
culture, and can be accelerated by transferring plasmids
between cells by conjugation or electroporation. Evolution
can be further accelerated by use of mutator host cells or by
seeding a culture of nonmutator host cells being evolved
with mutator host cells and mnducing intercellular transter of
plasmids by electroporation or conjugation. Preferably,
mutator host cells used for seeding contain a negative
selectable marker to facilitate 1solation of a pure culture of
the nonmutator cells being evolved. Selection/screening
identifies cells bearing chromosomes and/or plasmids that
have evolved toward acquisition of a desired function.

Subsequent rounds of recombination and selection/
screening proceed 1n similar fashion to those described for
plasmid-plasmid recombination. For example, further
recombination can be effected by propagating cells surviv-
Ing recombination in combination with electroporation or
conjugative transfer of plasmids. Alternatively, plasmids
bearing additional substrates for recombination can be 1ntro-
duced mto the surviving cells. Preferably, such plasmids are
from a different incompatibility group and bear a different
selective marker than the original plasmids to allow selec-
tion for cells containing at least two different plasmids. As
a further alternative, plasmid and/or chromosomal DNA can
be 1solated from a subpopulation of surviving cells and
transfected 1nto a second subpopulation. Chromosomal
DNA can be cloned 1mto a plasmid vector before transiec-
fion.

5. Virus-Chromosome Recombination

As 1n the other methods described above, the virus is
usually one that does not kill the cells, and 1s often a phage
or phagemid. The procedure 1s substantially the same as for
plasmid-chromosome recombination. Substrates for recom-
bination are cloned into the vector. Vectors including the
substrates can then be transfected into cells or 1n vitro
packaged and introduced into cells by infection. Viral
genomes recombine with host chromosomes merely by
propagating a culture. Evolution can be accelerated by
allowing intercellular transfer of viral genomes by
clectroporation, or reinfection of cells by progeny virions.
Screening/selection identifies cells having chromosomes
and/or viral genomes that have evolved toward acquisition
of a desired function.

There are several options for subsequent rounds of recom-
bination. For example, viral genomes can be transferred
between cells surviving selection/recombination by elec-
troporation. Alternatively, viruses extruded from cells sur-
viving selection/screening can be pooled and used to super-
infect the cells at high multiplicity. Alternatively, fresh
substrates for recombination can be 1introduced 1nto the cells,
cither on plasmid or viral vectors.

II. Application of Recursive Sequence Recombination to
Evolution of Polypeptides

In addition to the techniques described above, some
additionally advantageous modifications of these techniques
for the evolution of polypeptides are described below. These
methods are referred to as “fine grain” and “coarse grain”
shuffling. The coarse grain methods allow one to exchange
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chunks of genetic material between substrate nucleic acids,
thereby limiting diversity in the resulting recombinants to
exchanges or substitutions of domains, restriction

fragments, oligo-encoded blocks of mutations, or other

arbitrarily defined segments, rather than introducing diver-
sity more randomly across the substrate. In contrast to coarse
orain shuitling, fine grain shuifling methods allow the gen-
eration of all possible recombinations, or permutations, of a
orven set of very closely linked mutations, mncluding mul-
tiple permutations, within a single segment, such as a codon.

In some embodiments, coarse grain or fine grain shufiling
techniques are not performed as exhaustive searches of all
possible mutations within a nucleic acid sequence. Rather,
these techniques are utilized to provide a sampling of
variation possible within a gene based on known sequence
or structural information. The size of the sample 1s typically
determined by the nature of the screen or selection process.
For example, when a screen 1s performed in a 96-well
microtiter format, it may be preferable to limit the size of the
recombinant library to about 100 such microtiter plates for

convenience In screening.
A. Use of Restriction Enzyme Sites to Recombine Mutations
In some situations 1t 1s advantageous to use restriction
enzyme sites 1n nucleic acids to direct the recombination of
mutations 1 a nucleic acid sequence of interest. These
techniques are particularly preferred in the evolution of
fragments that cannot readily be shuffled by existing meth-
ods due to the presence of repeated DNA or other problem-
atic primary sequence moftifs. They are also preferred for
shuffling large fragments (typically greater than 10 kb), such
as gene clusters that cannot be readily shuffled and “PCR-
amplified” because of their size. Although fragments up to
50 kb have been reported to be amplified by PCR (Barnes,
Proc. Natl. Acad. Sci. (U.S.A.) 91:2216-2220 (1994)), it can
be problematic for fragments over 10 kb, and thus alterna-
five methods for shuffling in the range of 10-50 kb and
beyond are preferred. Preferably, the restriction endonu-
cleases used are of the Class II type (Sambrook et al.,
Molecular Cloning, CSH Press, 1987) and of these, prefer-
ably those which generate nonpalindromic sticky end over-
hangs such as Alwn I, Sfi I or BstX1. These enzymes
generate nonpalindromic ends that allow for efficient
ordered reassembly with DNA ligase. Typically, restriction
enzyme (or endonuclease) sites are identified by conven-

tional restriction enzyme mapping techniques (Sambrook et
al., Molecular Cloning, CSH Press, 1987), by analysis of

[

sequence 1nformation for that gene, or by introduction of
desired restriction sites 1nto a nucleic acid sequence by
synthesis (1.e. by incorporation of silent mutations).

The DNA substrate molecules to be digested can either be
from 1n vivo replicated DNA, such as a plasmid preparation,
or from PCR amplified nucleic acid fragments harboring the
restriction enzyme recognition sites of interest, preferably
near the ends of the fragment. Typically, at least two variants
of a gene of 1nterest, each having one or more mutations, are
digested with at least one restriction enzyme determined to
cut within the nucleic acid sequence of interest. The restric-
fion fragments are then jomned with DNA ligase to generate
full length genes having shuffled regions. The number of
regions shuffled will depend on the number of cuts within
the nucleic acid sequence of interest. The shuffled molecules
can be mtroduced into cells as described above and screened
or selected for a desired property. Nucleic acid can then be
isolated from pools (libraries) or clones having desired
properties and subjected to the same procedure until a
desired degree of improvement 1s obtained.

In some embodiments, at least one DNA substrate mol-
ecule or fragment thereof 1s 1solated and subjected to
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mutagenesis. In some embodiments, the pool or library of
religated restriction fragments are subjected to mutagenesis
before the digestion-ligation process 1s repeated. “Mutagen-
es1s” as used herein comprises such techniques known 1n the
art as PCR mutagenesis, oligonucleotide-directed
mutagenesis, site-directed mutagenesis, etc., and recursive
sequence recombination by any of the techniques described
herein.

An example of the use of this format 1s 1n the manipula-
tion of polyketide clusters. Polyketide clusters (Khosla et al.,
TIBTECH Sep. 14, 1996) are typically 10 to 100 kb in
length, specifying multiple large polypeptides which
assemble 1nto very large multienzyme complexes. Due to the
modular nature of these complexes and the modular nature
of the biosynthetic pathway, nucleic acids encoding protein
modules can be exchanged between different polyketide
clusters to generate novel and functional chimeric
polyketides. The introduction of rare restriction endonu-
clease sites such as Sfil (eight base recognition, nonpalin-
dromic overhangs) at nonessential sites between polypep-
fides or 1n introns engineered within polypeptides would
provide “handles” with which to mamipulate exchange of
nucleic acid segments using the technique described above.
B. Reassembly PCR

A further technique for recursively recombining muta-
tions 1n a nucleic acid sequence utilizes “reassembly PCR”.
This method can be used to assemble multiple segments that
have been separately evolved into a full length nucleic acid
template such as a gene. This technique 1s performed when
a pool of advantageous mutants 1s known from previous
work or has been 1dentified by screening mutants that may
have been created by any mutagenesis technique known 1in
the art, such as PCR mutagenesis, cassette mutagenesis,
doped oligo mutagenesis, chemical mutagenesis, or propa-
cgation of the DNA template in vivo 1n mutator strains.
Boundaries defining segments of a nucleic acid sequence of
interest preferably lie 1n intergenic regions, introns, or areas
of a gene not likely to have mutations of interest. Preferably,
oligonucleotide primers (oligos) are synthesized for PCR
amplification of segments of the nucleic acid sequence of
interest, such that the sequences of the oligonucleotides
overlap the junctions of two segments. The overlap region 1s
typically about 10 to 100 nucleotides 1n length. Each of the
segments 1s amplified with a set of such primers. The PCR
products are then “reassembled” according to assembly
protocols such as those used 1n Sections IA-B above to
assemble randomly fragmented genes. In brief, in an assem-
bly protocol the PCR products are first purified away from
the primers, by, for example, gel electrophoresis or size
exclusion chromatography. Purified products are mixed
together and subjected to about 1-10 cycles of denaturing,
reannealing, and extension 1n the presence of polymerase
and deoxynucleoside triphosphates (ANTP’s) and appropri-
ate buffer salts in the absence of additional primers (“self-
priming”). Subsequent PCR with primers flanking the gene
are used to amplify the yield of the fully reassembled and
shuffled genes. This method 1s necessarily “coarse grain”
and hence only recombines mutations 1n a blockwise
fashion, an advantage for some searches such as when
recombining allelic variants of multiple genes within an
operon.

In some embodiments, the resulting reassembled genes
are subjected to mutagenesis before the process is repeated.

In some embodiments, oligonucleotides that incorporate
uracil mto the primers are used for PCR amplification.
Typically uracil 1s incorporated at one site 1n the oligonucle-
otide. The products are treated with uracil glycosylase,
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thereby generating a single-stranded overhang, and are reas-
sembled 1n an ordered fashion by a method such as disclosed
by Rashtchian (Current Biology, 6:30-36 (1995)).

In a further embodiment, the PCR primers for amplifica-
fion of segments of the nucleic acid sequence of mnterest are
used to introduce variation into the gene of interest as
follows. Mutations at sites of interest in a nucleic acid
sequence are 1dentified by screening or selection, by
sequencing homologues of the nucleic acid sequence, and so
on. Oligonucleotide PCR primers are then synthesized
which encode wild type or mutant information at sites of
interest. These primers are then used in PCR mutagenesis to
ogenerate libraries of full length genes encoding permutations
of wild type and mutant information at the designated
positions. This technique 1s typically advantagous in cases
where the screening or selection process 1S expensive,
cumbersome, or impractical relative to the cost of sequenc-
ing the genes of mutants of interest and synthesizing
mutagenic oligonucleotides.

An example of this method 1s the evolution of an
improved Taqg polymerase, as described in detail below.
Mutant proteins resulting from application of the method are
identified and assayed 1n a sequencing reaction to identily
mutants with improved sequencing properties. This 1s typi-
cally done in a high throughput format (see, for example,
Broach et al. Nature 384 (Supp): 14-16 (1996)) to yield,
after screening, a small number, e.g., about 2 to 100, of
candidate recombinants for further evaluation. The mutant
genes can then be sequenced to provide information regard-
ing the location of the mutation. The corresponding
mutagenic oligonucleotide primers can be synthesized from
this information, and used 1n a reassembly reaction as
described above to efficiently generate a library with an
average ol many mutations per gene. Thus, multiple rounds
of this protocol allows the efficient search for improved
variants of the Tag polymerase.

C. Enrichment for Mutant Sequence Information

In some embodiments of the invention, recombination
reactions, such as those discussed above, are enriched for
mutant sequences so that the multiple mutant spectrum, 1.e.
possible combinations of mutations, 1s more efficiently
sampled. The rationale for this 1s as follows. Assume that a
number, n, of mutant clones with i1mproved activity 1is
obtained, wherein each clone has a single point mutation at
a different position 1n the nucleic acid sequence. If this
population of mutant clones with an average of one mutation
of 1nterest per nucleic acid sequence 1s then put 1nto a
recombination reaction, the resulting population will still
have an average of one mutation of mnterest per nucleic acid
sequence as defined by a Poisson distribution, leaving the
multiple mutation spectrum relatively unpopulated.

The amount of screening required to i1dentily recombi-
nants having two or more mutations can be dramatically
reduced by the following technique. The nucleic acid
sequences of interest are obtained from a pool of mutant
clones and prepared as fragments, typically by digestion
with a restriction endonuclease, sonication, or by PCR
amplification. The fragments are denatured, then allowed to
reanneal, thereby generating mismatched hybrids where one
strand of a mutant has hybridized with a complementary
strand from a different mutant or wild-type clone. The
reannealed products are then fragmented into fragments of
about 20-100 bp, for example, by the use of DNAsel. This
fragmentation reaction has the effect of segregating regions
of the template containing mismatches (mutant information)
from those encoding wild type sequence. The mismatched
hybrids can then be affinity purified using aptamers, dyes, or
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other agents which bind to mismatched DNA. A preferred
embodiment 1s the use of mutS protemn affinity matrix
(Wagner et al., Nucleic Acids Res. 23(19):3944-3948
(1995); Su et al., Proc. Natl. Acad. Sci. (U.S.A.),
83:5057-5061(1986)) with a preferred step of amplifying
the affinity-purified material in vitro prior to an assembly
reaction. This amplified material 1s then put into a assembly
PCR reaction as decribed above. Optionally, this material
can be titrated against the original mutant pool (e.g., from
about 100% to 10% of the mutS enriched pool) to control the
average number of mutations per clone 1n the next round of
recombination.

Another application of this method 1s 1n the assembly of
oene constructs that are enriched for polymorphic bases
occurring as natural or selected allelic variants or as ditfer-
ences between homologous genes of related species. For
example, one may have several varieties of a plant that are
believed to have heritable variation in a trait of interest (e.g.,
drought resistance). It then is of interest to construct a library
of these variant genes containing many mutations per gene.
MutS selection can be applied 1n combination with the
assembly techniques described herein to generate such a
pool of recombinants that are highly enriched for polymor-
phic (“mutant”) information. In some embodiments, the pool
of recombinant genes 1s provided 1 a transgenic host.
Recombinants can be further evolved by PCR amplification
of the transgene from transgenic organisms that are deter-
mined to have an improved phenotype and applying the
formats described 1n this mnvention to further evolve them.
D. Intron-driven Recombination

In some 1nstances, the substrate molecules for recombi-
nation have uniformly low homology, sporadically distrib-
uted regions of homology, or the region of homology 1s
relatively small (for example, about 10-100 bp), such as
phage displayed peptide ligands. These factors can reduce
the efficiency and randomness of recombination 1n RSR. In
some embodiments of the invention, this problem 1s
addressed by the introduction of introns between coding
exons 1n sequences encoding protein homologues. In further
embodiments of the invention, introns can be used (Chong
et al., J. Biol. Chem., 271:22159-22168 (1996)).

In this method, a nucleic acid sequence, such as a gene or
ogene family, 1s arbitrarily defined to have segments. The
scoments are preferably exons. Introns are engineered
between the segments. Preferably, the intron inserted
between the first and second segments 1s at least about 10%
divergent from the intron inserted between second and third
secgments, the intron inserted between second and third
segments 1s at least about 10% divergent from the 1ntrons
inserted between any of the previous segment pairs, and so
on through segments n and n+1. The introns between any
orven set of exons will thus 1nitially be 1dentical between all
clones 1n the library, wherecas the exons can be arbitrarily
divergent in sequence. The introns therefore provide
homologous DNA sequences that will permit application of
any of the described methods for RSR while the exons can
be arbitrarily small or divergent 1n sequence, and can evolve
to achieve an arbitrarily large degree of sequence divergence
without a significant loss in efficiency in recombination.
Restriction sites can also be engineered into the intronic
nucleic acid sequence of interest so as to allow a directed
reassemmbly of restriction fragments. The starting exon
DNA may be synthesized de novo from sequence
information, or may be present in any nucleic acid prepa-
ration (e.g., genomic, cDNA, libraries, and so on). For
example, 1 to 10 nonhomologous 1ntrons can be designed to
direct recombination of the nucleic acid sequences of inter-
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est by placing them between exons. The sequence of the
introns can be all or partly obtained from known intron
sequence. Preferably, the introns are self-splicing. Ordered
sets of introns and exon libraries are assembled 1nto func-
tional genes by standard methods (Sambrook et al., Molecu-
lar Cloning, CSH Press (1987)).

Any of the formats for 1n vitro or 1n vivo recombination
described herein can be applied for recursive exon shuitling.
A preferred format 1s to use nonpalindromic restriction sites
such as Sfi I placed into the intronic sequences to promote
shuffling. Pools of selected clones are digested with S1i I and
religated. The nonpalindromic overhangs promote ordered
reassembly of the shufiled exons. These libraries of genes
can be expressed and screened for desired properties, then
subjected to further recursive rounds of recombination by
this process. In some embodiments, the libraries are sub-
jected to mutagenesis before the process 1s repeated.

An example of how the imntroduction of an intron into a
mammalian library format would be used advantageously 1s
as follows. An intron containing a lox (Sauer et al., Proc.
Natl. Acad. Sci. (U.S.A.), 85:5166-5170 (1988)) site 1is
arbitrarily introduced between amino acids 92 and 93 1n
each alpha interferon parental substrate. A library of 10"
chimeric interferon genes 1s made for each of the two exons
(residues 1-92 and residues 93-167), cloned into a repli-
cating plasmid vector, and introduced 1nto target cells. The
number 10" is arbitrarily chosen for convenience in screen-
ing. An exemplary vector for expression in mammalian cells
would contain an SV40 origin, with the host cells expressing,
SV40 large T antigen, so as to allow transient expression of
the interferon constructs. The cells are challenged with a
cytopathic virus such as vesicular stomatitis virus (VSV) in
an interferon protection assay (e.g., Meister et al., J. Gen.

Virol. 67:1633-1643, (1986)). Cells surviving due to expres-
sion of interferon are recovered, the two libraries of inter-
feron genes are PCR amplified, and recloned 1nto a vector
that can be amplified 1n . coli. The amplified plasmids are
then transfected at high multiplicity (e.g. 10 micrograms of
plasmid per 10° cells) into a cre expressing host that can
support replication of that vector. The presence of cre 1 the
host cells promotes efficient recombination at the lox site 1n
the interferon intron, thus shuffling the selected sets of
exons. This population of cells 1s then used 1n a second
round of selection by viral challenge and the process 1is
applied recursively. In this format, the cre recombinase 1s
preferrably expressed transiently on a cotransfected mol-
ccule that cannot replicate 1n the host. Thus, after segrega-
fion of recombinants from the cre expressing plasmid, no
further recombination will occur and selection can be per-
formed on genetically stable exon permutations. The method
can be used with more than one intron, with recombination
enhancing sequences other than cre/lox (e.g., int/xis, etc.),
and with other vector systems such as but not limited to
retroviruses, adenovirus or adeno-associated virus.
5. Synthetic Oligonucleotide Mediated Recombination

1. Oligo bridge across sequence space

In some embodiments of the invention, a search of a
region of sequence space defined by a set of substrates, such
as members of a gene family, having less than about 80%,
more typically, less than about 50% homology, 1s desired.
This region, which can be part or all of a gene or a gene 1s
arbitrarily delineated into segments. The segment borders
can be chosen randomly, based on correspondence with
natural exons, based on structural considerations (loops,
alpha helices, subdomains, whole domains, hydrophobic
core, surface, dynamic simulations), and based on correla-
tions with genetic mapping data.
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Typically, the segments are then amplified by PCR with a
pool of “bridge” oligonucleotides at each junction. Thus, if
the set of five genes 1s broken into three segments A, B and
C, and if there are five versions of each segment (Al,
A2, ... C4, C5), twenty five oligonucleotides are made for
cach strand of the A-B junctions where each bridge oligo has
20 bases of homology to one of the A and one of the B
segments. In some cases, the number of required oligonucle-
otides can be reduced by choosing segment boundaries that
are 1dentical 1n some or all of the gene family members.
Oligonucleotides are similarly synthesized for the B-C junc-
tion. The family of A domains 1s amplified by PCR with an
outside generic A primer and the pool of A-B junction
oligonucleotides; the B domains with the A-B plus the B-C
bridge oligonucleotides, and the C domains with the B-C
bridge oligonucleotides plus a generic outside primer. Full
length genes are made then made by assembly PCR or by the
dUTP/uracil glycosylase methods described above.
Preferably, products from this step are subjected to mutagen-
esis before the process of selection and recombination 1s
repeated, until a desired level of improvement or the evo-
lution of a desired property 1s obtained. This 1s typically
determined using a screening or selection as appropriate for
the protein and property of interest.

An 1llustration of this method is illustrated below for the
recombination of eleven homologous human alpha inter-
feron genes.

2. Site Directed Mutagenesis (SDM) with Oligonucle-
otides Encoding Homologue Mutations Followed by Shuf-
fling

In some embodiments of the invention, sequence infor-
mation from one or more substrate sequences 1s added to a
orven “parental” sequence of interest, with subsequent
recombination between rounds of screening or selection.
Typically, this 1s done with site-directed mutagenesis per-
formed by techniques well known in the art (Sambrook et
al., Molecular Cloning, CSH Press (1987)) with one sub-
strate as template and oligonucleotides encoding single or
multiple mutations from other substrate sequences, e¢.g.
homologous genes. After screening or selection for an
improved phenotype of interest, the selected recombinant(s)
can be further evolved using RSR techniques described
herein. After screening or selection, site-directed mutagen-
es1s can be done again with another collection of oligonucle-
otides encoding homologue mutations, and the above pro-
cess repeated until the desired properties are obtained.

When the difference between two homologues 1s one or
more single point mutations 1n a codon, degenerate oligo-
nucleotides can be used that encode the sequences in both
homologues. One oligo may include many such degenerate
codons and still allow one to exhaustively search all per-
mutations over that block of sequence. An example of this
1s provided below for the evolution of alpha interferon
genes.

When the homologue sequence space 1s very large, 1t can
be advantageous to restrict the search to certain variants.
Thus, for example, computer modelling tools (Lathrop et al.,
J. Mol. Biol., 255:641-665 (1996)) can be used to model
cach homologue mutation onto the target protein and discard
any mutations that are predicted to grossly disrupt structure
and function.

F. Recombination Directed by Host Machinery

In some embodiments of the invention, DNA substrate
molecules are introduced into cells, wherein the cellular
machinery directs their recombination. For example, a
library of mutants is constructed and screened or selected for
mutants with improved phenotypes by any of the techniques
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described herein. The DNA substrate molecules encoding
the best candidates are recovered by any of the techniques
described herein, then fragmented and used to transfect a
mammalian host and screened or selected for improved
function. The DNA substrate molecules are recovered from
the mammalian host, such as by PCR, and the process 1is
repeated until a desired level of improvement 1s obtained. In
some embodiments, the fragments are denatured and rean-
nealed prior to transfection, coated with recombination
stimulating proteins such as recA, or co-transfected with a
selectable marker such as Neo™ to allow the positive selec-
tion for cells receiving recombined versions of the gene of
interest.

For example, this format 1s preferred for the 1 vivo
afhinity maturation of an antibody by RSR. In brief, a library
of mutant antibodies 1s generated, as described herein for the
48G7 affinity maturation. This library 1s FACS purified with
ligand to enrich for antibodies with the highest 0.1-10%
athinity. The V regions genes are recovered by PCR,
fragmented, and cotransiected or electorporated with a vec-
tor into which reassembled V region genes can recombine.
DNA substrate molecules are recovered from the cotran-
fected cells, and the process 1s repeated until the desired
level of improvment 1s obtained. Other embodiments
include reassembling the V regions prior to the electropo-
ration so that an mtact V region exon can recombine 1nto an
antibody expression cassette. Further embodiments include
the use of this format for other eukaryotic genes or for the
evolution of whole viruses.

G. Phagemid-Based Assembly

In some embodiments of the invention, a gene of interest
1s cloned into a vector that generates single stranded DNA,
such as a phagemid. The resulting DNA substrate i1s
mutagenzied by RSR 1n any method known in the art,
transfected into host cells, and subjected to a screen or
selection for a desired property or improved phenotype.
DNA from the selected or screened phagemids 1s amplified,
by, for example, PCR or plasmid preparation. This DNA
preparation contains the various mutant sequences that one
wishes to permute. This DNA 1s fragmented and denatured,
and annealed with single-stranded DNA (ssDNA) phagemid
template (ssDNA encoding the wild-type gene and vector
sequences). A preferred embodiment is the use of dut(-)
ung(-) host strains such as CJ236 (Sambrook et al., Molecu-
lar Cloning CSH Press (1987)) for the preparation of
ssDNA.

Gaps 1 annecaled template are filled with DNA poly-
merase and ligated to form closed relaxed circles. Since
multiple fragments can anneal to the phagemid, the newly
synthesized strand now consists of shuffled sequences.
These products are transformed 1nto a mutS strain of F. coli
which 1s dut+ ung+. Phagemid DNA 1s recovered from the
transtected host and subjected again to this protocol until the
desired level of improvement 1s obtained. The gene encod-
ing the protein of interest in this library of recovered
phagemid DNA can be mutagenzied by any technique,
including RSR, before the process 1s repeated.

[II. Improved Protein Expression

While recombinant DNA technology has proved to be a
very general method for obtaining large, pure, and homo-
geneous quantities of almost all nucleic acid sequences of
interest, similar generality has not yet been achieved for the
production of large amounts of pure, homogeneous protein
in recombinant form. A likely explanation 1s that protein
expression, folding, localization and stability 1s intrinsically
more complex and unpredictable than for DNA. The yield of
expressed protein 1s a complex function of transcription
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rates, translation rates, interactions with the ribosome, inter-
action of the nascent polypeptide with chaperonins and other
proteins 1n the cell, efficiency of oligomerization, interaction
with components of secretion and other protein tratficking
pathways, protease sensitivity, and the intrinsic stability of
the final folded state. Optimization of such complex pro-
cesses 1s well suited for the application of RSR. The
following methods detail strategies for application of RSR to
the optimization of protein expression.

A. Evolution of Mutant Genes with Improved Expression
Using RSR on Codon Usage Libraries

The negative effect of rare E. coli codons on expression
of recombinant proteins 1n this host has been clearly dem-
onstrated (Rosenberg, et al., J. Bacr. 175:716=722 (1993)).
However, general rules for the choice of codon usage
patterns to optimize expression of functional protein have
been elusive. In some embodiments of the invention, protein
expression 1s optimized by changing codons used 1n the gene
of interest, based on the degeneracy of the genetic code.
Typically, this 1s accomplished by synthesizing the gene
using degenerate oligonucleotides. In some embodiments
the degenerate oligonucleotides have the general structure of
about 20 nucleotides of 1dentity to a DNA substrate mol-
ecule encoding a protein of interest, followed by a region of
about 20 degenerate nucleotides which encode a region of
the protein, followed by another region of about 20 nucle-
otides of identity. In a preferred embodiment, the region of
identity utilizes preferred codons for the host. In a further
embodiment, the oligonucleotides are identical to the DNA
substrate at least one 5' and one 3' nucleotide, but have at
least 85% sequence homology to the DNA substrate
molecule, with the difference due to the use of degenerate
codons. In some embodiments, a set of such degenerate
oligonucleotides 1s used 1n which each oligonucleotide over-
laps with another by the general formula n-10, wherein n 1s
the length of the oligonucleotide. Such oligonucleotides are
typically about 20-1000 nucleotides in length. The
assembled genes are then cloned, expressed, and screened or
selected for improved expression. The assembled genes can
be subjected to recursive recombination methods as desci-
bed above until the desired improvement 1s achieved.

For example, this technique can be used to evolve bovine
intestinal alkaline phosphatase (BIAP) for active expression
in F. coli. This enzyme 1s commonly used as a reporter gene
in assay formats such as ELISA. The cloned gene cannot be
expressed 1n active form 1n a prokaryotic host such as . coli
in good yield. Development of such an expression system
would allow one to access mexpensive expression technol-
ogy for BIAP and, importantly, for engineered variants with
improved activity or chemical coupling properties (such as
chemical coupling to antibodies). A detailed example is
provide 1n the Experimental Examples section.

B. Improved Folding

In some embodiments of the invention, proteins of mter-
est when overexpressed or expressed 1n heterologous hosts
form 1nclusion bodies, with the majority of the expressed
protein being found i1n imsoluble aggregates. Recursive
sequence recombination techniques can be used to optimize
folding of such target proteins. There are several ways to
improve folding, including mutating evolving the target
protein of mterest and evolving chaperonin proteins.

1. Evolving A Target Protein
a. Inclusion Body Fractionation Selection Using lac Head-
piece Dimer Fusion Protein

The lac repressor “headpiece dimer” 1s a small protein
containing two headpiece domains connected by a short
peptide linker which binds the lac operator with sufficient
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athinity that polypeptide fusions to this headpiece dimer will
remain bound to the plasmid that encodes them throughout
an affinity purification process (Gates et al., J. Mol Biol.
255:373-386 (1995)). This property can be exploited, as
follows, to evolve mutant proteins of interest with improved
folding properties. The protein of interest can be
mammalian, yeast, bacterial, etc.

A fusion protein between the lac headpiece dimer and a
target protein sequence 1s constructed, for example, as
disclosed by Gates (supra). This construct, containing at
least one lac operator, 1s mutagenized by technologies
common 1n the arts such as PCR mutagenesis, chemical
mutagenesis, oligo directed mutagenesis (Sambrook et al.,
Molecular Cloning CSH Press (1987)). The resulting library
1s transformed 1nto a host cell, and expression of the fusion
protein 1s induced, preferably with arabinose. An extract or
lysate 1s generated from a culture of the library expressing
the construct. Insoluble protein 1s fractionated from soluble
protein/DNA complexes by centrifugation or aflinity
chromatography, and the yield of soluble protein/DNA com-
plexes 1s quantitated by quantitative PCR (Sambrook et al.,
Molecular Cloning, CSH Press, 1987) of the plasmid.
Preferably, a reagent that 1s specific for properly folded
protein, such as a monoclonal antibody or a natural ligand,
1s used to purily soluble protein/DNA complexes. The
plasmid DNA from this step 1s 1solated, subjected to RSR
and again expressed. These steps are repeated until the yield
of soluble protein/DNA complexes has reached a desired
level of improvement. Individual clones are then screened
for retention of functional properties of the protein of
interest, such as enzymatic activity, etc.

This technique 1s generically useful for evolving solubil-
ity and other properties such as cellular trafficking of pro-
teins heterologously expressed 1n a host cell of interest. For
example, one could select for efficient folding and nuclear
localization of a protein fused to the lac repressor headpiece
dimer by encoding the protein on a plasmid encoding an
SV40 origin of replication and a lac operator, and transiently
expressing the fusion protein in a mammalian host express-
ing T antigen. Purification of protein/DNA complexes from
nuclear HIRT extracts (Seed and Aruffo, Proc. Natl. Acad.
Sci. (U.S.A)), 84:3365-3369 (1987)) would allow one to
select for efficient folding and nuclear localization proteins.
b. Functional Expression of Protein Using Phage Display

A problem often encountered 1n phage display methods
such as those disclosed by O’Neil et al. (Current Biology,
5:443-449 (1995)) 1s the inability to functionally express a
protein of interest on phage. Without being limited to any
one theory, improper folding of the protein of interest can be
responsible for this problem. RSR can be used to evolve a
protein of interest for functional expression on phage.
Typically, a fusion protein 1s constructed between gene 111 or
ogene VIII and the target protein and then mutagenized, for
example by PCR mutagenesis. The mutagenzied library is
then expressed 1n a phage display format, a phage lysate 1s
made, and these phage are athinity selected for those bearing
functionally displayed fusion proteins using an affinity
matrix containing a known ligand for the target protein.
DNA from the functionally selected phage 1s purified, and
the displayed genes of interest are shuffled and recloned into
the phage display format. The selection, shuffling and
recloning steps are repeated until the yield of phage with
functional displayed protein has reached desired levels as
defined, for example, by the fraction of phage that are
retained on a ligand affinity matrix or the biological activity
associated with the displayed phage. Individual clones are
then screened to identify candidate mutants with improved
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display properties, desired level of expression, and func-
tional properties of interest (e.g., ability to bind a ligand or
receptor, lymphokine activity, enzymatic activity, etc.).

In some embodiments of the 1nvention, a functional
screen or selection 1s used to 1dentify an evolved protein not
expressed on a phage. The target protein, which cannot
mitially be efficiently expressed in a host of interest, is
mutagenized and a functional screen or selection 1s used to
identity cells expressing functional protein. For example, the
protein of interest may complement a function in the host
cell, cleave a colorimetric substrate, etc. Recursive sequence
recombination 1s then used to rapidly evolve improved
functional expression from such a pool of 1mproved
mutants.

For example, AMYV reverse transcriptase 1s of particular
commercial immportance because it 1s active at a higher
temperature (42° C.) and is more robust than many other
reverse transcriptases. However, it 1s difficult to express in
prokaryotic hosts such as FE. coli, and 1s consequently
expensive because 1t has to be purified from chicken cells.
Thus an evolved AMYV reverse transcriptase that can be
expressed efficiently in £. coli 1s highly desirable.

In brief, the AMYV reverse transcriptase gene (Papas et al.,
J. Cellular Biochem 20:95-103 (1982)) is mutagenized by
any method common 1n the art. The library of mutant genes
is cloned into a colE1 plasmid (Amp resistant) under control
of the lac promoter 1n a polA12 ('Is) recA718 (Sweasy et al.
Proc. Nail. Acad. Sci. U.S.A. 90:4626—4630 (1993)) E. coli
host. The library 1s induced with IPTG, and shifted to the
nonpermissive temperature. This selects for functionally
expressed reverse transcriptase genes under the selective
conditions reported for selection of active HIV reverse
transcriptase mutants reported by Kim et al. (Proc. Natl.
Acad. Sci. (U.S.A.), 92:684—688 (1995)). The selected AMV
RTX genes are recovered by PCR by using oligonucleotides
flanking the cloned gene. The resulting PCR products are
subjected to 1n vitro RSR, selected as described above, and
the process 1s repeated until the level of functional expres-
sion 1s acceptable. Individual clones are then screened for
RNA-dependent DNA polymerization and other properties
of interest (e.g. half life at room temperature, error rate). The
candidate clones are subjected to mutagenesis, and then
tested again to yield an AMYV RT that can be expressed in F.
coli at high levels.

2. Evolved Chaperonins

In some embodiments of the invention, overexpression of
a protein can lead to the accumulation of folding interme-
diates which have a tendency to aggregate. Without being
limited to any one theory, the role of chaperonins 1s thought
to be to stabilize such folding intermediates against aggre-
oration; thus, overexpression of a protein of interest can lead
to overwhelming the capacity of chaperoning. Chaperonin
ogenes can be evolved using the techniques of the invention,
cither alone or in combination with the genes encoding the
protein of interest, to overcome this problem.

Examples of proteins of interest which are especially
suited to this approach include but are not limited to:
cytokines; malarial coat proteins; T cell receptors; antibod-
ies; industrial enzymes (e.g., detergent proteases and deter-
gent lipases); viral proteins for use in vaccines; and plant
seed storage proteins.

Sources of chaperonin genes include but are limited to £.
coli chaperonin genes encoding such proteins as
thioredoxin, Gro ES/Gro EL, PapD, ClpB, DsbA, DsbB,
Dnal, DnaK, and GrpE; mammalian chaperonins such as
Hsp70, Hsp72, Hsp/73, Hsp40, Hsp60, Hsp10, Hdy1, TCP-1,
Cpn60, B1P; and the homologues of these chaperonin genes
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in other species such as yeast (J. G. Wall and A. Pluckthun,
Current Biology, 6:507-516 (1995); Hartl, Nature,

381:571-580 (1996)). Additionally, heterologous genomic
or cDNA libraries can be used as libraries to select or screen
for novel chaperoning.

In general, evolution of chaperonins 1s accomplished by
first mutagenizing chaperonin genes, screening or selecting
for improved expression of the target protein of interest,
subjecting the mutated chaperonin genes to RSR, and
repeating selection or screening. As with all RSR
techniques, this 1s repeated until the desired improvement of
expression of the protein of interest 1s obtained. Two exem-
plary approaches are provide below.

a. Chaperonin Evolution in Trans to the Protein of Interest
with a Screen or Selection for Improved Function

In some embodiments the chaperonin genes are evolved
independently of the gene(s) for the protein of interest. The
improvement 1n the evolved chaperonin can be assayed, for
example, by screening for enhancement of the activity of the
target protein 1itself or for the activity of a fusion protein
comprising the target protein and a selectable or screenable
protein (e.g., GFP, alkaline phosphatase or beta-
galactosidase).

b. Chaperonin Operon 1n cis

In some embodiments, the chaperonin genes and the
target protein genes are encoded on the same plasmid, but
not necessarily evolved together. For example, a lac head-
piece dimer can be fused to the protein target to allow for
selection of plasmids which encode soluble protein. Chap-
eronin genes are provided on this same plasmid (“cis”) and
arc shuffled and evolved rather than the target protein.
Similarly, the chaperonin genes can be cloned onto a
phagemid plasmid that encodes a gene III or gene VIII
fusion with a protein of interest. The cloned chaperonins are
mutagenized and, as with the selection described above,
phage expressing functionally displayed fusion protein are
i1solated on an afhimity matrix. The chaperonin genes from
these phage are shuffled and the cycle of selection, mutation
and recombination are applied recursively until fusion pro-
teins are efficiently displayed in functional form.

3. Improved Intracellular Localization

Many overexpressed proteins of biotechnological interest
are secreted 1nto the periplasm or media to give advantages
in purification or activity assays. Optimization for high level
secretion 1s difficult because the process i1s controlled by
many genes and hence optimization may require multiple
mutations affecting the expression level and structure of
several of these components. Protein secretion in £. coli, for
example, 15 known to be influenced by many proteins
including: a secretory ATPase (SecA), a translocase complex
(SecB, SecD, SecE, SecF, and SecY), chaperonins (Dnak,
Dnal, GroES, GroEL), signal peptidases (LepB, LspA, Ppp),
specific folding catalysts (DsbA) and other proteins of less
well defined function (e.g., Ffh, FtsY) (Sandkvist et al.,
Curr. Op. Biotechnol. 7:505-511 (1996)). Overproduction of
wild type or mutant copies of these genes for these proteins
can significantly increase the yield of mature secreted pro-
tein. For example, overexpression of secY or secY4 signifi-
cantly increased the periplasmic yield of mature human IL6
from a hIL6-pre-OmpA fusion (Perez-Perez et al., Bio-
Technology 12:178-180 (1994)). Analogously, overexpres-
sion of DnaK/Dnal 1n £. coli improved the yield of secreted
human granulocyte colony stimulating factor (Perez-Perez

et al., Biochem. Biophys. Res. Commun. 210:524-529
(1995)).

RSR provides a route to evolution of one or more of the
above named components of the secretory pathway. The

10

15

20

25

30

35

40

45

50

55

60

65

23

following strategy 1s employed to optimize protein secretion
in F. coli. Variations on this method, suitable for application
to Bacillus subtilis, Pseudomonas, Saccaromyces cerevisiae,
Pichia pastoris, mammalian cells and other hosts are also
described. The general protocol 1s as follows.

One or more of the genes named above are obtained by
PCR amplification from F£. coli genomic DNA using known
flanking sequence, and cloned 1n an ordered array into a
plasmid or cosmid vector. These genes do not in general
occur naturally 1n clusters, and hence these will comprise
artificial gene clusters. The genes may be cloned under the
control of their natural promoter or under the control of
another promoter such as the lac, tac, arabinose, or trp
promoters. Typically, rare restriction sites such as Sfi I are
placed between the genes to facilitate ordered reassembly of
shuffled genes as described 1n the methods of the invention.

The gene cluster 1s mutagenized and introduced into a
host cell 1n which the gene of interest can be inducibly
expressed. Expression of the target gene to be secreted and
of the cloned genes 1s induced by standard methods for the
promoter of interest (e.g., addition of 1 mM IPTG for the lac
promoter). The efficiency of protein secretion by a library of
mutants 1s measured, for example by the method of colony
blotting (Skerra et al., Anal. Biochem. 196:151-155 (1991)).
Those colonies expressing the highest levels of secreted
protein (the top 0.1-10%:; preferably the top 1%) are picked.
Plasmid DNA 1s prepared from these colonies and shuifled
according to any of the methods of the mmvention.

Preferably, each individual gene i1s amplified from the
population and subjected to RSR. The fragments are
digested with Sfi I (introduced between each gene with
nonpalindromic overhangs designed to promote ordered
reassembly by DNA ligase) and ligated together, preferably
at low dilution to promote formation of covalently closed
relaxed circles (<1 ng/microliter). Each of the PCR ampli-
fied gene populations may be shuflled prior to reassembly
into the final gene cluster. The ligation products are trans-
formed back into the host of interest and the cycle of
selection and RSR 1s repeated.

Analogous strategies can be employed 1n other hosts such
as Pseudomonas, Bacillus subtilis, yeast and mammalian
cells. The homologs of the F. coli genes listed above are
targets for optimization, and indeed many of these homologs
have been identified in other species (Pugsley, Microb. Rev.
57:50-108 (1993)). In addition to these homologs, other
components such as the six polypeptides of the signal
recognition particle, the trans-locating chain-associating
membrane protein (TRAM), BiP, the Ssa proteins and other
hsp70 homologs, and prsA (B. subtilis) (Simonen and Pulva,
Microb. Rev. 57:109-137 (1993)) are targets for optimiza-
tion by RSR. In general, replicating episomal vectors such as
SV4-neo (Sambrook et al., Molecular Cloning, CSH Press
(1987), Northrup et al., J. Biol Chem. 268(4):2917-2923
(1993)) for mammalian cells or 2 micron or ars plasmids for
yeast (Strathern et al., The Molecular Biology of the Yeast
Saccaromyces, CSH Press (1982)) are used. Integrative

vectors such as pJM 103, pJM 113 or pSGMU?2 are preferred
for B. subtilis (Perego, Chap. 42, pp. 615624 in: Bacillus
subtilis and Other Gram-Positive Bacteria, A. Sonenshein, J.
Hoch, and R. Losick, eds., 1993).

For example, an efficiently secreted thermostable DNA
polymerase can be evolved, thus allowing the performance
of DNA polymerization assays with little or no purification
of the expressed DNA polymerase. Such a procedure would
be preferred for the expression of libraries of mutants of any
protein that one wished to test 1n a high throughput assay, for
example any of the pharmaceutical proteins listed 1n Table
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I, or any industrial enzyme. Initial constructs are made by
fusing a signal peptide such as that from STII or OmpA to
the amino terminus of the protein to be secreted. A gene
cluster of cloned genes believed to act 1n the secretory
pathway of interest are mutagenized and coexpressed with
the target construct. Individual clones are screened for
expresion of the gene product. The secretory gene clusters
from 1mproved clones are recovered and recloned and
introduced back into the original host. Preferably, they are
first subjected to mutagenesis before the process is repeated.
This cycle 1s repeated until the desired improvement in
expression of secreted protein 1s achieved.

IV. Evolved Polypeptide Properties

A. Evolved Transition State Analog and Substrate Binding

There are many enzymes of industrial interest that have
substantially suboptimal activity on the substrate of interest.
In many of these cases, the enzyme obtained from nature 1s
required to work either under conditions that are very
different from the conditions under which it evolved or to
have activity towards a substrate that 1s different from the
natural substrate.

The application of evolutionary technologies to industrial
enzymes 1s often significantly limited by the types of selec-
tions that can be applied and the modest numbers of mutants
that can be surveyed 1n screens. Selection of enzymes or
catalytic anfibodies, expressed 1 a display format, for

binding to transition state analogs (McCafferty et al., Appl.
Biochem. Biotechnol. 47:157-173 (1994)) or substrate ana-

logs (Janda et al., Proc. Natl. Acad. Sci. (U.S.A.)
91:2532-2536, (1994)) represents a general strategy for
selecting for mutants with with improved catalytic efli-
clency.

Phage display (O’Neil et al., Current Biology 5:443—-449
(1995) and the other display formats (Gates et al., J. Mol.
Biol. 255:373-386 (1995); Mattheakis et al., Proc. Natl.
Acad. Sci. (U.S.A.) 91:9022-9026 (1994)) described herein
represent general methodologies for applying athinity-based
selections to proteins of interest. For example, Matthews and
Wells (Science 260:1113-1117 (1993)) have used phage
display of a protease substrate to select improved substrates.
Display of active enzymes on the surface of phage, on the
other hand, allows selection of mutant proteins with
improved transition state analog binding. Improvements 1n
afhinity for transition state analogs correlate with improve-
ments 1n catalytic efficiency. For example, Patten et al.,
Science 271:1086—1091 (1996) have shown that improve-
ments 1n affinity of a catalytic antibody for its hapten are
well correlated with improvements 1n catalytic efficiency,
with an 80'-fold improvement in kcat/Km being achieved for
an esterolytic antibody.

For example, an enzyme used in antibiotic biosynthesis
can be evolved for new substrate specificity and activity
under desired conditions using phage display selections.
Some antibiotics are currently made by chemical modifica-
tions of biologically produced starting compounds. Com-
plete biosynthesis of the desired molecules 1s currently
impractical because of the lack of an enzyme with the
required enzymatic activity and substrate specificity
(Skatrud, 7IBTECH 10:324-329, September 1992). For
example, 7-aminodeacetooxycephalosporanic acid
(7-ADCA) 1s a precursor for semi-synthetically produced
cephalosporins. 7-ADCA 1s made by a chemical ring expan-
sion of penicillin G followed by enzymatic deacylation of
the phenoxyacetal group. 7-ADCA can be made enzymati-
cally from deacetylcephalosporin C (DAOC V), which
could 1n turn be derived from penicillin V by enzymatic ring
expansion 1f a suitably modified penicillin expandase could
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be evolved (Cantwell et al., Curr Gener. 17:213-221
(1990)). Thus, 7-ADCA could in principle be produced
enzymatically from penicillin V using a modified penicillin
N expandase, such as mutant forms of the S. clavuligerus
cefE gene (Skatrud, TIBTECH 10:324-329, September
1992). However, penicillin V is not accepted as a substrate
by any known expandase with sufficient efficiency to be
commercially useful. As outlined below, RSR techniques of
the mvention can be used to evolve the penicillin expandase
encoded by cefE or other expandases so that they will use
penicillin V as a substrate.

Phage display or other display format selections are
applied to this problem by expressing libraries of cefE
penicillin expandase mutants 1n a display format, selecting
for binding to substrates or transition state analogs, and
applymng RSR to rapidly evolve high affinity binders. Can-
didates are further screened to 1dentily mutants with
improved enzymatic activity on penicillin V under desired
reaction conditions, such as pH, temperature, solvent
concentration, etc. RSR 1s applied to further evolve mutants
with the desired expandase activity. A number of transition
state analogs (TSA’s) are suitable for this reaction. The
following structure 1s the 1nitial TSA that 1s used for selec-
tion of the display library of cefE mutants:

) Expandase

-

CO,H

Libraries of the known penicillin expandases (Skatrud,
TIBTECH 10:324-329(1992); Cantwell et al., Curr. Genet.
17:13-221 (1990)) are made as described herein. The dis-

play library 1s subjected to selection for binding to penicillin
V and/or to transition state analog given above for the
conversion of penicillin V to DAOC V. These binding
selections may be performed under non-physiological reac-

tion conditions, such as eclevated temperature, to obtain
mutants that are active under the new conditions. RSR 1s
applied to evolve mutants with 2-10° fold improvement in
binding affinity for the selecting ligand. When the desired
level of improved binding has been obtained, candidate
mutants are expressed in a high throughput format and
specific activity for expanding penicillin V to DAOC V 1s
quantitatively measured. Recombinants with 1mproved
enzymatic activity are mutagenized and the process repeated
to further evolve them.

Retention of TSA binding by a displayed enzyme (e.g.,
phage display, lac headpiece dimer, polysome display, etc.)
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1s a good selection for retention of the overall integrity of the
active site and hence can be exploited to select for mutants
which retain activity under conditions of interest. Such
conditions 1nclude but are not limited to: different pH
optima, broader pH optima, activity 1n altered solvents such
as DMSO (Seto et al., DNA Sequence 5:131-140 (1995)) or
formamide (Chen et al., Proc. Natl Acad. Sci. (U.S.A.)
90:5618-5622, (1993)) altered temperature, improved shelf
life, altered or broadened substrate specificity, or protease
resistance. A further example, the evolution of a
p-nitrophenyl esterase, using a mammalian display format,
1s provided below.

B. Improvement of DNA and RNA Polymerases

Of particular commercial importance are improved poly-
merases for use 1 nucleic acid sequencing and polymerase
chain reactions. The following properties are attractive can-
didates for improvement of a DNA sequencing polymerase:
(1) suppression of termination by inosine in labelled primer
format (H. Dierick et al., Nucleic Acids Res. 21:4427-4428
(1993)) (2) more normalized peak heights, especially with
fluorescently labelled dideoxy terminators (Parker et al.,
BioTechniques 19:116—121 (1995)), (3) better sequencing of
high GC content DNA (>60% GC) by, for example, toler-
ating >10% DMSO (D. Seto et al., DNA Sequence
5:131-140 (1995); Scheidl et al., BioTechniques 19(5)
:691-694 (1995)), or (4) improved acceptance of novel base
analogs such as inosine, 7-deaza dGTP (Dierick et al.,
Nucleic Acids Res. 21:4427-4428 (1993)) or other novel
base analogs that improve the above properties.

Novel sequencing formats have been described which use
matrix assisted laser desorption 1onization time of flight
(MALDT-TOF) mass spectroscopy to resolve dideoxy lad-
ders (Smith, Nature Biotechnology 14:1084—1085 (1996)). It
1s noted 1n Smith’s recent review that fragmentation of the
DNA 1s the singular feature limiting the development of this
method as a viable alternative to standard gel electrophoresis
for DNA sequencing. Base analogs which stabilize the
N-glycosidic bond by modifications of the purine bases to
7-deaza analogs (Kirpekar et al., Rapid Comm. in Mass
Spec. 9:525-531 (1995)) or of the 2' hydroxyl (such as 2'-H
or 2'-F) “relieve greatly the mass range limitation” of this
technique (Smith, 1996). Thus, evolved polymerases that
can ecificiently incorporate these and other base analogs
conferring resistance to fragmentation under MALDI-TOF
conditions are valuable mnovations.

Other polymerase properties of interest for improvement
by RSR are low fidelity thermostable DNA polymerase for
more elficient mutagenesis or as a useful correlate for
acceptance of base analogs for the purposes described
above; higher fidelity polymerase for PCR (Lundberg et al.,
Gene 108:1-6 (1991)); higher fidelity reverse transcriptase
for retroviral gene therapy vehicles to reduce mutation of the

therapeutic construct and of the retrovirus; improved PCR of
GC rich DNA and PCR with modified bases (S. Turner and

F. J. Jenkins, Biolechniques 19(1):48-52 (1995)).

Thus, 1n some embodiments of the invention, libraries of
mutant polymerase genes are screened by direct high
throughput screening for improved sequencing properties.
The best candidates are then subjected to RSR. Brieily,
mutant libraries of candidate polymerases such as Taq
polymerase are constructed using standard methods such as
PCR mutagenesis (Cadwell et al., PCR Meth. App. 2:28-33
(1992)) and/or cassette mutagenesis (Sambrook et al.,
Molecular Cloning, CSH Press (1987)). Incorporation of
mutations into Tag DNA polymerase such as the active site
residue from 17 polymerase that improves acceptance of
dideoxy nucleotides (Tabor and Richardson, J. Biol. Chem.

10

15

20

25

30

35

40

45

50

55

60

65

32

265:8322-8328 (1990)) and mutations that inactivate the
5'-3" exonuclease activity (R. S. Ranu, Biolechniques
18:390-396 (1995)) are incorporated into these libraries.
The reassembly PCR technique, for example, as described
above 1s especially suitable for this problem. Similarly,
chimeric polymerase libraries are made by breeding existing
thermophilic polymerases, sequenase, and £. coli poll with
cach other using the bridge oligonucleotide methods
described above. The libraries are expressed in formats
wherein human or robotic colony picking 1s used to replica
pick i1ndividual colonies into 96 well plates where small
cultures are grown, and polymerase expression 1s induced.

A high throughput, small scale simple purification for
polymerase expressed 1n ecach well 1s performed. For
example, simple single-step purifications of His-tagged Taq
expressed in E. coli have been described (Smirnov et al.,
Russian J. Bioorganic Chem. 21(5):341-342 (1995)), and
could readily be adapted for a 96-well expression and
purification format.

A high throughput sequencing assay 1s used to perform
sequencing reactions with the purified samples. The data 1s
analyzed to identify mutants with improved sequencing
properties, according to any of these criteria: higher quality
ladders on GC-rich templates, especially greater than 60%
GC, 1including such points as fewer artifactual termination
products and stronger signals than given with the wild-type
enzyme; less termination of reactions by 1nosine in primer
labelled reactions, e.g., fluorescent labelled primers; less
variation 1n incorporation of signals 1n reactions with fluo-
rescent dideoxy nucleotides at any given position; longer
sequencing ladders than obtained with the wild-type
enzyme, such as about 20 to 100 nucleotides; improved
acceptance of other known base analogs such as 7-deaza
purines; 1mproved acceptance ol new base analogs from
combinatorial chemistry libraries (See, for example, Hogan,
Nature 384(Supp):17-(1996).

The best candidates are then subjected to mutagenesis,
and then selected or screened for the improved sequencing,
properties decribed above.

In another embodiment, a screen or selection 1s performed
as follows. The replication of a plasmid can be placed under
obligate control of a polymerase expressed 1n F. coli or
another microorganism. The effectiveness of this system has
been demonstrated for making plasmid replication depen-
dent on mammalian polymerase beta (Sweasy et al., Proc.
Natl. Acad. Sci. (U.S.A.) 90:4626—4630, (1993)), Taq poly-
merase (Suzuki et al., Proc. Natl. Acad. Sci. (USA.)
93:9670-9675 (1996)), or HIV reverse transcriptase (Kim et
al., Proc. Natl Acad. Sci. (U.S.A.) 92:684—688 (1995)). The
mutant polymerase gene 1s placed on a plasmid bearing a
colE1 origin and expressed under the control of an arabinose
promoter. The library 1s enriched for active polymerases
essentially as described by Suzuki et al., (supra), with
polymerase expression bemng induced by the presence of
arabinose 1n the culture.

A further quantitative screen utilizes the presence of GFP
(ereen fluorescence protein) on the same plasmid, replica
plating onto arabinose at the nonpermissive temperature in
the absence of a selective antibiotic, and using a fluorimeter
to quantitatively measure fluorescence of each culture. GFP
activity correlates with plasmid stability and copy number
which 1s 1n turn dependent on expression of active poly-
merase.

A polymerase with a very high error rate would be a
superior sequencing enzyme, as it would have a more
normalized signal for incorporation of base analogs such as
the currently used fluorescently labelled dideoxies because 1t
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will have reduced specificity and selectivity. The error rates
of currently used polymerases are on the order of 107> to
107°, orders of magnitude lower than what can be detected
orven the resolving power of the gel systems. An error rate
of 1%, and possibly as high as 10%, could not be detected
by current gel systems, and thus there 1s a large window of
opportunity to increase the “sloppiness” of the enzyme. An
error-prone cycling polymerase would have other uses such
as for hypermutagenesis of genes by PCR.

In some embodiments, the system described by Suzuki
(Suzuki et al., Proc. Natl. Acad. Sci. (U.S.A.) 96:9670-9675
(1996)) 1s used to make replication of a reporter plasmid

dependent on the expressed polymerase. This system puts
replication of the first 200-300 bases next to the ColEl

origin directly under the control of the expressed polymerase
(Sweasy and Loeb, J. Bact. 177:2923-2925 (1995); Sweasy

et al., Proc. Natl. Acad. Sci. (U.S.A.) 90:4626—4630 (1993)).
A screenable or selectable reporter gene containing stop
codons 1s positioned 1n this region, such as LacZ alpha
containing one, two or three stop codons. The constructs are
orown on arabinose at the nonpermissible temperature,
allowed to recover, and plated on selective lactose minimal
media that demands reversion of the stop codons in the
reporter cassette. Mutant polymerases are recovered from
the survivors by PCR. The survivors are enriched for muta-
tors because their mutator phenotype increases the rate of
reversion of stop codons 1n the reporter lacZ alpha fragment.

The polymerase genes from the survivors are subjected to
RSR, then the polymerase mutants are retransformed into
the 1ndicator strain. Mutators can be visually screened by
plating on arabinose/Xgal plates at the nonpermissive tem-
perature. Mutator polymerases will give rise to colonies with
a high frequency of blue papillae due to reversion of the stop
codon(s). Candidate papillators can be rescreened by pick-
ing a non-papillating region of the most heavily papillated
colonies (i.e, “best” colonies) and replating on the arabinose/
Xgal 1ndicator medium to further screen for colonies with
increased papillation rates. These steps are repeated until a
desired reversion rate is achieved (e.g., 107 to 107> muta-
tions per base pair per replication).

Colonies which exhibit high frequency papillation are
candidates for encoding an error prone polymerase. These
candidates are screened for improved sequencing properties
essentially as for the high throughput screen described
above. Brielly, mutant Taq proteins are expressed and puri-
fied 1n a 96-well format. The purified proteins are used in
sequencing reactions and the sequence data are analyzed to
identily mutants that exhibit the improvements outlined
herein. Mutants with 1improved properties are subjected to
RSR and rescreened for further improvements in function.

In some embodiments, GFP containing stop codons
instead of lacZ alpha with stop codons i1s used for the
construction. Cells with reverted stop codons 1n GFP are
selected by fluorescence activated cell sorter (FACS). In
ogeneral, FACS selection 1s performed by gating the brightest
about 0.1-10%, preferably the top 0.1 to 1%, and collected
according to a protocol similar to that of Dangl et al.,
(Cytometry 2(6):395-401 (1982)). In other embodiments,
the polA gene 1s tlanked with lox sites or other targets of a
site specific recombinase. The recombinase 1s induced, thus
allowing one to inducibly delete the polA gene (Medberry,
et al., Nucleic Acid Res. 23:485—490 (1995)). This would
allow one to perform “Loeb-type” selections at any tem-
perature and 1n any host. For example, one could set up such
a selection 1n a recA deficient mesophile or thermophile by
placing the polA homologue 1n an inducibly deletable format
and thus apply the selection for active polymerase under
more general conditions.
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In further embodiments, this general system 1s preferred
for directed 1n vivo mutagenesis of genes. The target gene 1s
cloned 1nto the region near a plasmid origin of replication
that puts 1ts replication obligately under control of the error
prone polymerase. The construct 1s passaged through a
polA(ts) recA strain and grown at the nonpermissive
temperature, thus specifically mutagenizing the target gene
while replicating the rest of the plasmid with high fidelity.

In other embodiments, selection 1s based on the ability of
mutant DNA polymerases to PCR amplify DNA under
altered conditions or by utilizing base analogs. The mutant
polymerases act on the template that encodes them 1n a PCR
amplification, thus differentially replicating those poly-
MErases.

In brief, an mitial library of mutants 1s replica plated.
Polymerase preparations are done 1n a 96-well format. Crude
plasmid preparations are made of the same set. Each plasmid
prep 1s PCR-amplified using the polymerase prep derived
from that plasmid under the conditions for which one wishes
to optimize the polymerase (e.g., added DMSO or
formamide, altered temperature of denaturation or
extension, altered buffer salts, PCR with base analogs such
a-thiol dANTP’s for use with mass spectroscopy sequencing,
PCR of GC rich DNA (>6% GC), PCR with novel base
analogs such as 7-deaza purines, 2' fluoro dNTP’s, tINTP’s,
PCR with 1nosine, etc.). The amplified genes are pooled,
cloned, and subjected to mutagenesis, and the process
repeated until an improvement 1s achieved.

C. Evolved Phosphonatase

Alkaline phosphatase 1s a widely used reporter enzyme
for ELISA assays, protein fusion assays, and 1n a secreted
form as a reporter gene for mammalian cells. The chemical
lability of p-nitrophenyl phosphate (pNPP) substrates and
the existence of cellular phosphatases that cross-react with
pNPP 1s an important limitation on the sensitivity of assays
using this reporter gene. A reporter gene with superior signal
to noise properties can be developed based on hydrolysis of
p-nitrophenyl phosphonates, which are far more stable to
base catalyzed hydrolysis than the corresponding phos-
phates. Additionally, there are far fewer naturally occurring
cellular phosphonatases than alkaline phosphatases. Thus a
p-nitrophenyl phosphonatase 1s an attractive replacement for
alkaline phosphatase because the background due to chemi-
cal and enzymatic hydrolysis 1s much lower. This will allow
onc to make ELISA’s more sensifive for detecting very
small concentrations of antigen.

Chen et al. (J. Mol Biol 234:165-178 (1993)) have
shown that a Staph. aureus beta-lactamase can hydrolyze
p-nitrophenyl phosphonate esters with single turnover kinet-
ics. The active site Ser70 (the active site nucleophile for beta
lactam hydrolysis) forms a covalent intermediate with the
substrate. This 1s analogous to the first step 1n hydrolysis of
beta lactams, and this enzyme can be evolved by RSR to
hydrolyze phosphonates by a mechanism analogous to beta
lactam hydrolysis. Metcalf and Wanner have described a
cryptic phosphonate utilizing operon (phn) in E. coli, and
have constructed strains bearing deletions of the phn operon
(J. Bact. 175:3430-3442 (1993)). This paper discloses selec-
tions for growth of . coli on phosphate free minimal media
where the phosphorous 1s dertved from hydrolysis of alkyl
phosphonates by genes in the phn operon. Thus, one could
select for evolved p-nmitrophenyl phosphonatases that are
active using biochemical selections on defined minimal
media. Specifically, an efficient phosphonatase 1s evolved as
follows. A library of mutants of the Staph. aureus beta
lactamase or of one of the £. coli phn enzymes 1s con-
structed. The library 1s transformed into FE. coli mutants
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wherein the phn operon has been deleted, and selected for
orowth on phosphate free MOPS minimal media containing
p-nitrophenyl phosphonate. RSR 1s applied to selected
mutants to further evolve the enzyme for improved hydroly-
sis of p-nitrophenyl phosphonates.

D. Evolved Detergent Proteases

Proteases and lipases are added in large quantities to
detergents to enzymatically degrade protein and lipid stains
on clothes. The incorporation of these enzymes into deter-
ogents has significantly reduced the need for surfactants in
detergents with a consequent reduction 1n the cost of for-
mulation of detergents and 1mprovement 1n stain removal
properties. Proteases with 1mproved specilic activity,
improved range of protein substrate specificity, improved
shelf life, improved stability at elevated temperature, and
reduced requirements for surfactants would add value to
these products.

As an example, subftilis 1n can be evolved as follows. The
cloned subtilisin gene (von der Osten et al., J. Biotechnol.
28:55-68 (1993)) can be subjected to RSR using growth
selections on complex protein media by virtue of secreted
subtilisin degrading the complex protein mixture. More
specifically, libraries of subtilisin mutants are constructed 1n
an expression vector which directs the mutant protein to be
secreted by Bacillus subtilus. Bacillus hosts transformed
with the libraries are grown 1n minimal media with complex
protein formulation as carbon and/or nitrogen source. Sub-
filisin genes are recovered from fast growers and subjected
to RSR, then screened for improvement 1 a desired prop-
erty.

E. Escape of Phage from a “Protein Net”

In some embodiments, selection for improved proteases 1s
performed as follows. A library of mutant protease genes 1s
constructed on a display phage and the phage grown 1n a
multiwell format or on plates. The phage are overlayed with
a “protein net” which ensnares the phage. The net can
consist of a protein or proteins engineered with surface
disulphides and then crosslinked with a library of peptide
linkers. A further embodiment employs an auxiliary matrix
to further trap the phage. The phage are further incubated,
then washed to collect liberated phage wherein the displayed
protease was able to liberate the phage from the protein net.
The protease genes are then subjected to RSR for further
evolution. A further embodiment employs a library of pro-
teases encoded by but not displayed on a phagemid wherein
streptavidin 1s fused to plll by a peptide linker. The library
of protease mutants 1s evolved to cleave the linker by
selecting phagemids on a biotin column between rounds of
amplification.

In a further embodiment, the protease 1s not necessarily
provided 1n a display format. The host cells secrete the
protease encoded by but not surface diplayed by a phagemid,
while constramed to a well, for example, 1n a microtiter
plate. Phage display format 1s preferred where an entire high
fitre lysate 1s encased 1n a protein net matrix, and the phage
expressing active and broad specificity proteases digesting
the matrix to be liberated for the next round of amplification,
mutagenesis, and selection.

In a further embodiment, the phage are not constrained to
a well but, rather, protein binding filters are used to make a
colony of plaque lifts and are screened for activity with
chromogenic or fluorogenic substrates. Colonies or plaques
corresponding to positive spots on the filters are picked and
the encoded protease genes are recovered by, for example,
PCR. The protease genes are then subjected to RSR for
turther evolution.
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F. Screens for Improved Protease Activity

Peptide substrates containing fluorophores attached to the
carboxy terminus and fluorescence quenching moieties on
the amino terminus, such as those described by Holskin, et
al, (Anal. Biochem. 227:148-55 (1995)) (e.g., (4—4'-
dimethylaminophenazo)benzoyl-arg-gly-val-val-asn-ala-
ser-ser-arg-leu-ala-5-(2'-aminoethyl)-amino |-naphthalene-
1-sulfonic acid) (SEQ ID NO. 99) are used to screen
protease mutants for broadened or altered specificity. In
brief, a library of peptide substrates 1s designed with a
fluorophore on the amino terminus and a potent fluorescence
quencher on the carboxy terminus, or vice versa. Superna-
tants containing secreted proteases are incubated either
separately with various members of the library or with a
complex cocktail. Those proteases which are highly active
and have broad specificity will cleave the majority of the
peptides, thus releasing the fluorophore from the quencher
and giving a positive signal on a fluorimeter. This technique
1s amenable to a high density multiwell format.

G. Improving Pharmaceutical Proteins using RSR

Table I lists proteins that are of particular commercial
interest to the pharmaceutical industry. These proteins are all
candidates for RSR evolution to improve function, such as
ligand binding, shelf life, reduction of side effects through
enhanced specificity, etc. All are well-suited to manipulation
by the techniques of the invention. Additional embodiments
especially applicable to this list are described below.

First, high throughput methods for expressing and puri-
fying libraries of mutant proteins, similar to the methods
described above for Taqg polymerase, are applied to the
proteins of Table I. These mutants are screened for activity
in a functional assay. For example, mutants of IL2 are
screened for resistance to plasma or tissue proteases with
retention of activity for the low affinity IL2 receptor but with
loss of activity on the high affinity IL2 receptor. The genes
from mutants with 1improved activity relative to wild-type
are recovered, and subjected to RSR to improve the pheno-
type further.

Preferably, the libraries are generated in a display format
such that the mature folded protein 1s physically linked to the
genetic information that encodes 1t. Examples include phage
display using filamentous phage (O’Neil et al., Current
Biology 5:443-449 (1995)) or bacteriophage lambda gene V
display (Dunn, J. Mol Biol 248:497-506 (1995)), peptides
on plasmids (Gates et al.,J. Mol. Biol. 255:373-386 (1995))
where the polypeptide of interest 1s fused to a lac headpiece
dimer and the nascent translation product binds to a lac
operator site encoded on the plasmid or PCR product, and
polysome display (Mattheakis et al., Proc. Natl. Acad. Sci.
(U.S.A.) 91:9022-9026 (1994)) where ribosomes are stalled
on mRNA molecules such that the nascent polypeptide is
exposed for interaction with cognate ligands without dis-
rupting the stalled ribosome/mRNA complex. Selected com-
plexes are subjected to RT-PCR to recover the genes.

When so displayed, afhinity binding of the recombinant
phage 1s often done using a receptor for the protein of
interest. In some cases 1t 1s 1mpractical to obtain purified
receptor with retention of all desired biological characteris-
tics (for example, 7-transmembrane (7-TM) receptors). In
such cases, one could use cells expressing the receptor as the
panning substrate. For example, Barry et al. (Nar. Med.
2:299-305 (1996)) have described successful panning of
M13 libraries against whole cells to obtain phage that bind
to the cells expressing a receptor of interest. This format
could be generally applied to any of the proteins listed in
Table 1.

In some embodiments, the following method can be used
for selection. A lysate of phage encoding IFN alpha mutants,
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for example, can be used directly at suitable dilution to
stimulate cells with a GFP reporter construct (Crameri et al.,
Nat. Biotech. 14:315-319 (1996)) under the control of an
IFN responsive promoter, such as an MHC class I promoter.
Phage remaining attached after stimulation, expression and
FACS purification of the responsive cells, can be purified by
FACS. Preferably, the brightest cells are collected. The
phage are collected and their DNA subjected to RSR until
the level of desired improvement 1s achieved.

Thus, for example, IL-3 1s prepared 1n one of these display
formats and subjected to RSR to evolve an agonist with a
desired level of activity. A library of IL3 mutants on a
filamentous phage vector 1s created and athnity selected
(“panned”) against purified IL3 receptor to obtain mutants
with improved athinity. The mutant IL-3 genes are recovered
by PCR, subjected to RSR, and recloned into the display
vector. The cycle 1s repeated until the desired affinity or
agonist activity 1s achieved.

Many proteins of interest are expressed as dimers or
higher order multimeric forms. In some embodiments, the
display formats descibed above preferentially are applied to
a single chain version of the protein. Mutagenesis, such as
RSR, can be used in these display formats to evolve
improved single chain derivatives of multimeric factors
which 1nitially have low but detectable activity. This strategy
1s described 1n more detail below.

H. Whole Cell Selections

In some embodiments, the eukaryotic cell 1s the unit of
biological selection. The following general protocol can be
used to apply RSR to the improvement of proteins using
eukaryotic cells as the unit of selection: (1) transfection of
libraries of mutants into a suitable host cell, (2) expression
of the encoded gene product(s) either transiently or stably,
(3) functional selection for cells with an improved pheno-
type (expression of a receptor with improved affinity for a
target ligand; viral resistance, etc., (4) recovery of the
mutant genes by, for example, PCR followed by preparation
of HIRT supernatants with subsequent tranformation of F.
coli (5) RSR and (6) repetition of steps (1)—«5) until the
desired degree of improvement 1s achieved.

For example, previous work has shown that one can use
mammalian surface display to functionally select cells
expressing cloned genes, such as using an antibody to clone
the gene for an expressed surface protein (Reviewed by
Seed, Curr. Opin. Biotechnol. 6:567-573 (1995)). Briefly,
cells are transiently transfected with libraries of cloned
genes residing on replicating episomal vectors. An antibody

directed against the protein of interest (whose gene one
wishes to clone) is immobilized on a solid surface such as a
plastic dish, and the transfected cells expressing the protein
of interest are atfinity selected.

For example, the affinity of an antibody for a ligand can
be 1mproved using mammalian surface display and RSR.
Antibodies with higher athnity for their cognate ligands are
then screened for improvement of one or more of the
following properties: (1) improved therapeutic properties
(increased cell killing, neutralization of ligands, activation
of signal transduction pathways by crosslinking receptors),
(2) improved in vivo imaging applications (detection of the
antibody by covalent/noncovalent binding of a radionuclide
or any agent detectable outside of the body by noninvasive
means, such as NMR), (3) improved analytical applications
(ELISA detection of proteins or small molecules), and (4)
improved catalysts (catalytic antibodies). The methods
described are general and can be extended to any receptor-
ligand pair of interest. A specific example 1s provided 1n the
experimental section.
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The use of a one mutant sequence-one transiected cell
protocol 1s a preferred design feature for RSR based proto-
cols because the point 1s to use functional selection to
identify mutants with improved phenotypes and, if the
transfection 1s not done 1n a “clonal” fashion, the functional
phenotype of any given cell 1s the result of the sum of many
transfected sequences. Protoplast fusion 1s one method to
achieve this end, since each protoplast contains typically
orecater than 50 copies each of a single plasmid variant.
However, it is a relatively low efficiency process (about
10°-10" transfectants), and it does not work well on some
non-adherent cell lines such as B cell lines. Retroviral
vectors provide a second alternative, but they are limited in
the size of acceptable insert (<10 kb) and consistent, high
expression levels are sometimes difficult to achieve. Ran-
dom 1ntegration results 1n varying expression levels, thus
introducing noise and limiting one’s ability to distinguish
between 1mprovements 1n the affinity of the mutant protein
vs. 1ncreased expression. A related class of strategies that
can be used effectively to achieve “one gene-one cell” DNA
transfer and consistent expression levels for RSR 1s to use a
viral vector which contains a lox site and to introduce this
into a host that expresses cre recombinase, preferably
transiently, and contains one or more lox sites integrated into
its genome, thus limiting the variability of integration sites
(Rohlman et al. Nature Biotech. 14:1562-1565 (1996)).

An alternative strategy 1s to transfect with limiting con-
centrations of plasmid (i.e., about one copy per cell) using
a vector that can replicate 1n the target cells, such as 1s the
case with plasmids bearing SV40 origins transfected into
COS cells. This strategy requires that either the host cell or
the vector supply a replication factor such as SV40 large T
antigen. Northrup et al. (J. Biol Chem. 268:2917-2923
(1993)) describe a strategy wherein a stable transfectant
expressing SV40 large T antigen 1s then transfected with
vectors bearing SV40 origins. This format gave consistently
higher transient expression and demonstrable plasmaid
replication, as assayed by sensitivity to digestion by Dpn I.
Transient expression (i.e, non-integrating plasmids) i1s a
preferred format for cellular display selections because it
reduces the cycle time and increases the number of mutants
that can be screened.

The expression of SV40 large T antigen or other replica-
tion factors may have deleterious effects on or may work
inetficiently in some cells. In such cases, RSR 1s applied to
the replication factor 1tself to evolve mutants with improved
activity 1n the cell type of interest. A generic protocol for
evolving such a factor 1s as follows:

The target cell 1s transfected with GFP cloned onto a
vector containing SV40 large T antigen, an SV40 origin, and
a reporter gene such as GFP; a related format 1s cotransfec-
tion with limiting amounts of the SV40 large T antigen
expression vector and an excess of a reporter such as GFP
cloned onto an SV40 origin containing plasmid. Typically
after 1-10 days of transient expression, the brightest cells
are purified by FACS. SV40 large T antigen mutants are
recovered by PCR, and subjected to mutagenesis. The cycle
1s repeated until the desired level of improvement i1s
obtained.

I. Autocrine Selection

In some embodiments, mutant proteins are selected or
screened based on their ability to exert a biological effect in
an autocrine fashion on the cell expressing the mutant
protein. For example, a library of alpha interferon genes can
be selected for induction of more potent or more specific
antiviral activity as follows. A library of interferon alpha
mutants 1s generated 1in a vector which allows for induction
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of expression (1.e. under control of a metallothionein
promoter) and efficient secretion in a multiwell format
(96-well for example) with one or a few independent clones
per well. In some embodiments, the promoter 1s not
inducible,and may be constitutive.

Expression of the cloned interferon genes 1s induced. The
cells are challenged with a cytotoxic virus against which one
wishes to evolve an optimized interferon (for example
vesicular stomatitus virus or HIV). Surviving cells are
recovered. The cloned interferon genes are recovered by
PCR amplification, subjected to RSR, and cloned back ito
the transfection vector and retransfected into the host cells.
These steps are repeated until the desired level of antiviral
activity 1s evolved.

In some embodiments, the virus of interest 1s not strongly
cytotoxic. In this case a conditionally lethal gene, such as
herpes simplex virus thymidine kinase, 1s cloned into the
virus and after challenge with virus and recovery, condi-
tionally lethal selective conditions are applied to kill cells
that are infected with virus. An example of a conditionally
lethal gene 1s herpes TK, which becomes lethal upon treating
cells expressing this gene with the thymidine analog acy-
clovir. In some embodiments, the antiproliferative activity of
the cloned interferons is selected by treating the cells with
agents that kill dividing cells (for example, DNA alkylating
agents).

In some embodiments, potent cytokines are selected by
expressing and secreting a library of cytokines in cells that
have GFP or another reporter under control of a promoter
that 1s induced by the cytokine, such as the MHC class 1
promoter being induced by evolved variants of alpha inter-
feron. The signal transduction pathway 1s configured such
that the wild type cytokine to be evolved gives a weak but
detectable signal.

J. Half Life 1n Serum

In some embodiments of the invention, proteins are
evolved by RSR to have improved half life 1n serum. A
preferred method for improving halt-life 1s evolving the
athinity of a protein of interest for a long lived serum protein,
such as an antibody or other abundant serum protein.
Examples of how atfinity for an antibody can enhance serum
half life include the co-administration of IL2 and anti-IL2
antibodies which increases serum half-life and anti-tumor
activity of human recombinant IL2 (Courtney et al., Immu-
nopharmacology 28:223-232 (1994)).

The eight most abundant human serum proteins are serum
albumin, immunoglobulins, lipoproteins, haptoglobin,
fibrinogen, transterrin, alpha-1 antitrypsin, and alpha-2 mac-
roglobulin (Doolittle, chapter 6, The Plasma Proteins F.
Putnam, ed.; Academic Press, 1984). These and other abun-
dant serum proteins such as ceruloplasmin and fibronectin
are the primary targets against which to evolve binding sites
on therapeutic proteins such as 1n Table I for the purpose ot
extending half-life. In the case of antibodies, the preferred
strategy 1s to evolve afhinity for constant regions rather than
variable regions 1n order to minimize individual variation in
the concentration of the relevant target epitope (antibody V
region usage between different mdividuals 1s significantly
variable).

Binding sites of the desired atfinity are evolved by apply-
ing phage display, peptides on plasmid display or polysome
display selections to the protein of interest. One could either
mutagenize an existing binding site or otherwise defined
region of the target protein, or append a peptide library to the
N terminus, C terminus, or internally as a functionally
nondisruptive loop.

In other embodiments of the invention, half life 1s
improved by derivatization with PEG, other polymer con-

10

15

20

25

30

35

40

45

50

55

60

65

40

jugates or half-life extending chemical moieties. These are
established methods for extending half-life of therapeutic
proteins (R. Duncan, Clin. Pharmacokinet 27:290-306
(1994); Smith et al., TIBTECH 11 397-403 (1993)) and can
have the added benefit of reducing immunogenicity (R.
Duncan, Clin. Pharmacokinet 27:290-306 (1994)).

However, derivatization can also result in reduced afhinity of
the therapeutic protein for its receptor or ligand. RSR 1s used
to discover alternative sites 1n the primary sequence that can
be substituted with lysine or other appropriate residues for
chemical or enzymatic conjugation with half-life extending
chemical moieties, and which result 1n proteins with maxi-
mal retention of biological activity.

A preferred strategy 1s to express a library of mutants of
the protein in a display format, derivatize the library with the
agent of interest (i.e. PEG) using chemistry that does not
biologically inactivate the display system, select based on
athinity for the cognate receptor, PCR amplify the genes
encoding the selected mutants, shuffle, reassemble, reclone
into the display format, and iterate until a mutant with the
desired activity post modification 1s obtained. An alternative
format 1s to express, purily and derivatize the mutants in a
high throughput format, screen for mutants with optimized
activity, recover the corresponding genes, subject the genes
to RSR and repeat.

In further embodiments of the invention, binding sites for
target human proteins that are localized 1n particular tissues
of interest are evolved by RSR. For example, an interferon
that localizes efficiently to the liver can be engineered to
contain a binding site for a liver surface protein such as
hepatocyte growth factor receptor. Analogously, one could
evolve athinity for abundant epitopes on erythrocytes such as
ABO blood antigens to localize a given protein to the blood
stream.

In further embodiments of the invention, the protein of
interest 1s evolved to have increased stability to proteases.
For example, the clinical use of IL2 1s limited by serious side
ciiects that are related to the need to administer high doses.
High doses are required due to the short half life (3—5 min,
Lotze et al., JAMA 256(22):3117-3124 (1986)) and the
consequent need for high doses to maintain a therapeutic
level of IL2. One of the factors contributing to short half-
lives of therapeutic proteins i1s proteolysis by serum pro-
teases. Cathepsin D, a major renal acid protease, 1s respon-
sible for the degradation of IL2 in Balb/c mice (Ohnishi et
al., Cancer Res. 50:1107-1112 (1990)). Furthermore,
Ohnishi showed that treatment of Balb/c mice with
pepstatin, a potent inhibitor of this protease, prolongs the
half life of recombinant human IL2Z and augments
lymphokine-activated killer cell activity in this mouse
model.

Thus, evolution of protease resistant variants of IL2 or
any of the proteins listed 1n Table I that are resistant to serum
or kidney proteases 1s a preferred strategy for obtaining
variants with extended serum half lives.

A preferred protocol 1s as follows. A library of the
mutagenized protein of interest 1s expressed 1n a display
system with a gene-distal epitope tag (i.e. on the N-terminus
of a phage display construct such that 1if 1t 1s cleaved off by
proteases, the epitope tag is lost). The expressed proteins are
treated with defined proteases or with complex cocktails
such as whole human serum. Affinity selection with an
antibody to the gene distal tag 1s performed. A second
selection demanding biological function (e.g., binding to
cognate receptor) 1s performed. Phage retaining the epitope
tag (and hence protease resistant) are recovered and sub-
jected to RSR. The process 1s repeated until the desired level
of resistance 1s attained.
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In other embodiments, the procedure 1s performed 1n a
screening format wherein mutant proteins are expressed and
purified 1n a high throughput format and screened for
protease resistance with retention of biological activity.

In further embodiments of the invention, the protein of
interest 1s evolved to have increased shelf life. A library of
the mutagenized nucleic acid squence encoding the protein
of 1nterest 1s expressed 1n a display format or high through-
put expression format, and exposed for various lengths of
fime to conditions for which one wants to evolve stability
(heat, metal 10ns, nonphysiological pH of, for example, <6
or >8, lyophilization, freeze-thawing). Genes are recovered
from from survivors, for example, by PCR. The DNA 1is
subjected to mutagenesis, such as RSR, and the process
repeated until the desired level of improvement 1s achieved.
K. Evolved Single Chain Versions of Multisubunit Factors

As discussed above, 1n some embodiments of the
invention, the substrate for evolution by RSR 1s preferably
a single chain contruction. The possibility of performing
asymetric mutagenesis on constructs of homomultimeric
proteins provides important new pathways for further evo-
lution of such constructs that 1s not open to the proteins in
their natural homomultimeric states. In particular, a given
mutation 1n a homomultimer will result in that change being
present 1n each identical subunit. In single chain constructs,
however, the domains can mutate independently of each
other.

Conversion of multisubunit proteins to single chain con-
structs with new and useful properties has been demon-
strated for a number of proteins. Most notably, antibody
heavy and light chain variable domains have been linked
into single chain Fv’s (Bird et al., Science 242:423-426
(1988)), and this strategy has resulted in antibodies with
improved thermal stability (Young et al., FEBS Left
377:135-139 (1995)), or sensitivity to proteolysis (Solar et
al., Prot. Eng. 8:717-723 (1995)). A functional single chain
version of IL5, a homodimer, has been constructed, shown
to have atffinity for the IL5 receptor similar to that of wild
type protein, and this construct has been used to perform
assymetric mutagenesis of the dimer (L1 et al.,J. Biol. Chem.
271:1817-1820 (1996)). A single chain version of
urokinase-type plasminogen activator has been made, and it
has been shown that the single chain construct i1s more
resistant to plasminogen activator inhibitor type 1 than the
native homodimer (Higazi et al.,, Blood 87:3545-3549
(1996)). Finally, a single-chain insulin-like growth factor
I/insulin hybrid has been constructed and shown to have
higher athinity for chimeric insulin/IGF-1 receptors than that
of either natural ligand (Kristensen et al., Biochem. J.
305:981-986 (1995)).

In general, a linker 1s constructed which joins the amino
terminus of one subunit of a protein of interest to the
carboxyl terminus of another subunit in the complex. These
fusion proteins can consist of linked wversions of
homodimers, homomultimers, heterodimers or higher order
heteromultimers. In the simplest case, one adds polypeptide
linkers between the native termini to be joined. Two sig-
nificant variations can be made. First, one can construct
diverse libraries of variations of the wild type sequence in
and around the junctions and 1n the linkers to facilitate the
construction of active fusion proteins. Secondly, Zhang et
al., (Biochemistry 32:12311-12318 (1993)) have described
circular permutations of 14 lysozyme in which the native
amino and carboxyl termini have been jommed and novel
amino and carboxyl termini have been engineered 1nto the
protein. The methods of circular permutation, libraries of
linkers, and libraries of junctional sequences flanking the
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linkers allow one to construct libraries that are diverse in
topological linkage strategies and 1n primary sequence.
These libraries are expressed and selected for activity. Any
of the above mentioned strategies for screening or selection
can be used, with phage display being preferable in most
cases. Genes encoding active fusion proteins are recovered,
mutagenized, reselected, and subjected to standard RSR
protocols to optimize their function. Preferably, a population
of selected mutant single chain constructs 1s PCR amplified
in two seprate PCR reactions such that each of the two
domains 1s amplified separately. Oligonucleotides are
derived from the 5' and 3' ends of the gene and from both
strands of the linker. The separately amplified domains are
shuffled in separate reactions, then the two populations are
recombined using PCR reassembly to generate intact single
chain constructs for further rounds of selection and evolu-
tion.

V. Improved Properties of Pharmaceutical Proteins

A. Evolved Specificity for Receptor or Cell Type of Interest

The majority of the proteins listed 1n Table I are either
receptors or ligands of pharmaceutical interest. Many ago-
nists such as chemokines or interleukins agonize more than
one receptor. Evolved mutants with improved specificity
may have reduced side effects due to their loss of activity on
receptors which are implicated 1n a particular side effect
proflle. For most of these ligand/receptors, mutant forms
with improved athinity would have improved pharmaceutical
properties. For example, an antagonistic form of RANTES
with 1mproved athinmity for CKR5 should be an improved
inhibitor of HIV infection by virtue of achieving greater
receptor occupancy for a given dose of the drug. Using the
selections and screens outlined above in combination with
RSR, the affinities and specificities of any of the proteins
listed 1n Table I can be 1mproved. For example, the mam-
malian display format could be used to evolve TNF recep-
tors with improved athnity for TNE.

Other examples include evolved interferon alpha variants
that arrest tumor cell proliferation but do not stimulate NK
cells, IL2 variants that stimulate the low athinity IL2 receptor
complex but not the high affinity receptor (or vice versa),
superantigens that stimulate only a subset of the V beta
proteins recognized by the wild type protein (preferably a
single V beta), antagonistic forms of chemokines that spe-
cifically antagonize only a receptor of interest, antibodies
with reduced cross-reactivity, and chimeric factors that
specifically activate a particular receptor complex. As an
example of this latter case, one could make chimeras
between IL2 and IL4, 7, 9, or 15 that also can bind the IL.2
receptor alpha, beta and gamma chains (Theze et al., Imm.
Today 17:481-486 (1996)), and select for chimeras that
retain binding for the intermediate affinity IL2 receptor
complex on monocytes but have reduced afhinity for the high
athnity IL2 alpha, beta, gamma receptor complex on acti-
vated T cells.

B. Evolved Agonists with Increased Potency

In some embodiments of the invention, a preferred strat-
egy 1s the selection or screening for mutants with increased
agonist activity using the whole cell formats described
above, combined with RSR. For example, a library of
mutants of IL3 1s expressed in active form on phage as
described by Gram et al. (J. Immun. Meth. 161:169-176
(1993)). Clonal lysates resulting from infection with plaque-
purified phage are prepared in a high through-put format
such as a 96-well microtiter format. An IL3-dependent cell
line expressing a reporter gene such as GFP 1s stimulated
with the phage lysates in a high throughput 96-well. Phage
that result 1in positive signals at the greatest dilution of phage
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supernatants are recovered; alternatively, DNA encoding the
mutant IL3 can be recovered by PCR. In some
embodiments, single cells expressing GFP under control of
an IL3 responsive promoter can stimulated with the 113
phage library, and the positive FACS sorted. The nucleic
acid 1s then subjected to PCR, and the process repeated until
the desired level of improvement 1s obtained.

TABLE 1

POLYPEPTIDE CANDIDAI'ES FOR EVOLUTION

Name

Alpha-1 antitrypsin

Angiostatin

Antithemolytic factor

Apolipoprotein

Apoprotein

Atrial natriuretic factor

Atrial natriuretic polypeptide

Atrial peptides

C-X-C chemokines (e.g., T39765, NAP-2, ENA-78, Gro-a, Gro-b, Gro-c,
[P-10, GCP-2, NAP-4, SDF-1, PF4, MIG)

Calcitonin

CC chemokines (e.g., Monocyte chemoattractant protein-1, Monocyte
chemoattractant protein-2, Monocyte chemoattractant protein-3,
Monocyte inflammatory protein-1 alpha, Monocyte

inflammatory protein-1 beta, RANTES, [309, R83915, R91733,

HCC1, T58847, D31065, T64262)

CD40 ligand

Collagen

Colony stimulating factor (CSF)

Complement factor 5a

Complement inhibitor

Complement receptor 1

Factor IX

Factor VII
Factor VIII
Factor X
Fibrinogen

Fibronectin

Glucocerebrosidase

Gonadotropin

Hedgehog proteins (e.g., Sonic, Indian, Desert)
Hemoglobin (for blood substitute; for radiosensitization)
Hirudin

Human serum albumin

Lactoferrin

Luciferase

Neurturin

Neutrophil inhibitory factor (NIF)

Osteogenic protein

Parathyroid hormone

Protein A

Protein G

Relaxin

Renin

Salmon calcitonin

Salmon growth hormone

Soluble complement receptor I

Soluble I-CAM 1

Soluble interleukin receptors (IL-1, 2, 3, 4, 5, 6, 7, 9, 10, 11,
12, 13, 14, 15)

Soluble TNF receptor

Somatomedin

Somatostatin

Somatotropin

Streptokinase

Superantigens, 1.€., Staphylococcal enterotoxins (SEA, SEB, SECI,
SEC2, SEC3, SED, SEE), Toxic shock syndrome toxin (T'SST-1),
Exfoliating toxins A and B, Pyrogenic exotoxins A, B, and C,
and M. arthritidis mitogen

Superoxide dismutase

Thymosin alpha 1

Tissue plasminogen activator
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TABLE I-continued

POLYPEPTIDE CANDIDAI'ES FOR EVOLUTION

Name

Tumor necrosis factor beta (I'NF beta)
Tumor necrosis factor receptor (TNFR)
Tumor necrosis factor-alpha (TNF alpha)
Urokinase

C. Evolution of Components of Eukaryotic Signal Trans-
duction or Transcriptional Pathways

Using the screens and selections listed above, RSR can be
used 1n several ways to modify eukaryotic signal transduc-
tion or transcriptional pathways. Any component of a signal
transduction pathway of interest, of the regulatory regions
and transcriptional activators that interact with this region
and with chemicals that induce transcription can be evolved.
This generates regulatory systems in which transcription 1s
activated more potently by the natural inducer or by ana-
logues of the normal inducer. This technology is preferred
for the development and optimization of diverse assays of
biotechnological interest. For example, dozens of 7 trans-
membrane receptors (7-TM) are validated targets for drug
discovery (see, for example, Siderovski et al., Curr Biol.,
6(2):211-212 (1996); An et al., FEBS Lelt.,
375(1-2):121-124 (1995); Raport et al., Gene,
163(2):295-299 (1995); Song et al., Genomics,
28(2):347-349 (1995); Strader et al. FASEB J.,
9(9):745-754 (1995); Benka et al., FEBS Leit.,
363(1-2):49-52 (1995); Spiegel, J. Clin Endocrinol.
Metab., 81(7):2434-2442 (1996); Post et al., FASEB J.,
1(7):741-749 (1996), Reisine et al., Ann NY Acad. Sci.,
780:168-175 (1996); Spiegel, Annu. Rev. Physiol.,
58:143-170 (1995 ); Barak et al., Biochemistry,
34(47):15407-15414 (1995); and Shenker, Baillieres Clin.
Endocrinol. Metab., 9(3):427-451 (1995)). The develop-
ment of sensitive high throughput assays for agonists and
antagonists of these receptors 1s essential for exploiting the
full potential of combinatorial chemistry 1in discovering such
ligands. Additionally, biodetectors or biosensors for differ-
ent chemicals can be developed by evolving 7-TM’s to
respond agonistically to novel chemicals or proteins of
interest. In this case, selection would be for contructs that are
activated by the new chemical or polypeptide to be detected.
Screening could be done simply with fluorescence or light
activated cell sorting, since the desired improvement i1s
coupled to light production.

In addition to detection of small molecules such as
pharmaceutical drugs and environmental pollutants, biosen-
sors can be developed that will respond to any chemaical for
which there are receptors, or for which receptors can be
evolved by recursive sequence recombination, such as
hormones, growth factors, metals and drugs. The receptors
may be mntracellular and direct activators of transcription, or
they may be membrane bound receptors that activate tran-
scription of the signal indirectly, for example by a phospho-
rylation cascade. They may also not act on transcription at
all, but may produce a signal by some post-transcriptional
modification of a component of the signal generating path-
way. These receptors may also be generated by fusing
domains responsible for binding different ligands with dif-
ferent signalling domains. Again, recursive sequence recoms-
bination can be used to increase the amplitude of the signal
ogenerated to optimize expression and functioning of chi-
meric receptors, and to alter the specificity of the chemicals
detected by the receptor.

For example, G proteins can be evolved to efficiently

couple mammalian 7-TM receptors to yeast signal transduc-
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fion pathways. There are 23 presently known G alpha
protein loct 1n mammals which can be grouped by sequence
and functional similarity into four groups, Gs (Gna, Gnal),
Gi (Gnai-2, Gnai-3, Gnai-1, Gnao, Gnat-1, Gnat-2, Gnaz),
Gq (Gnag, Gna-11, Gna-14, Gna-15) and G12 (Gna-12,
Gna-13) (B. Nurnberg et al., J. Mol. Med., 73:123-132
(1995)). They possess an endogenous GTP-ase activity
allowing reversible functional coupling between ligand-
bound receptors and downstream effectors such as enzymes
and 1on channels. G alpha proteins are complexed nonco-
valently with G beta and G gamma proteins as well as to
their cognate 7-TM receptor(s). Receptor and signal speci-
ficity are controlled by the particular combination of G
alpha, G beta (of which there are five known loci) and G
gamma (seven known loci) subunits. Activation of the
heterotrimeric complex by ligand bound receptor results 1n
dissociation of the complex mto G alpha monomers and G
beta, gamma dimers which then transmit signals by associ-
ating with downstream effector proteins. The G alpha sub-
unit 1s believed to be the subunit that contacts the 7-TM, and
thus 1t 1s a focal point for the evolution of chimeric or
evolved G alpha subunits that can transmit signals from
mammalian 7-TM’s to yeast downstream genes.

Yeast based bioassays for mammalian receptors will
oreatly facilitate the discovery of novel ligands. Kang et al.
(Mol. Cell Biol. 10:2582-2590 (1990)) have described the
partial complementation of yeast strains bearing mutations
in SCG1 (GPA1), a homologue of the alpha subunits of G
proteins involved 1n signal transduction in mammalian cells,
by mammalian and hybrid yeast/mammalian G alpha pro-
teins. These hybrids have partial function, such as comple-
menting the growth defect in scgl strains, but do not allow
mating and hence do not fully complement function 1n the
pheromone signal transduction pathway. Price et al. (Mol
Cell Biol. 15:6188-6195 (1995)) have expressed rat soma-
tostatin receptor subtype 2 (SSTR2) in yeast and demon-
strated transmission of ligand binding signals by this 7-TM
receptor through yeast and chimeric mammalian/yeast G
alpha subunits (“coupling”) to a HIS3 reporter gene, under
control of the pheromone responsive promoter FUS-1
enabling otherwise HIS3(-) cells to grow on minimal
medium lacking histidine.

Such strains are useful as reporter strains for mammalian
receptors, but suffer from important limitations as exempli-
fied by the study of Kang et al., where there appears to be
a block 1n the transmission of signals from the yeast phero-
mone receptors to the mammalian G proteins. In general, to
couple a mammalian 7-TM receptor to yeast signal trans-
duction pathways one couples the mammalian receptor to
yeast, mammalian, or chimeric G alpha proteins, and these
will 1 turn productively interact with downstream compo-
nents 1n the pathway to induce expression of a pheromone
responsive promoter such as FUS-1. Such functional recon-
stitution 1s commonly referred to as “coupling”.

The methods described herein can be used to evolve the
coupling of mammalian 7-TM receptors to yeast signal
transduction pathways. A typical approach is as follows: (1)
clone a 7-TM of interest into a yeast strain with a modified
pheromone response pathway similar to that described by
Price (e.g., strains deficient in FAR1, a negative regulator of
G, cyclins, and deficient in SST2 which causes the cells to
be hypersensitive to the presence of pheromone), (2) con-
struct libraries of chimeras between the mammalian G alpha
protein(s) known or thought to interact with the GPA1 or
homologous yeast G alpha proteins, (3) place a selectable
reporter gene such as HIS3 under control of the pheromone
responsive promoter FUS1 (Price et al., Mol Cell Biol.
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15:6188—-6195 (1995)). Alternatively, a screenable gene
such as luciferase may be placed under the control of the

FUS1 promoter; (4) transform library (2) into strain (3)
(HIS(-)), (5) screen or select for expression of the reporter
in response to the ligand of interest, for example by growing
the library of transformants on minimal plates 1n the pres-
ence of ligand to demand HIS3 expression, (6) recover the
selected cells, and and apply RSR to evolve improved
expression of the reporter under the control of the phero-
mone responsive promoter FUST.

A second 1mportant consideration in evolving strains with
optimized reporter constructs for signal transduction path-
ways of interest is optimizing the signal to noise ratio (the
ratio of gene expression under inducing vs noninducing
conditions). Many 7-TM pathways are leaky such that the
maximal induction of a typical reporter gene 1s 5 to 10-fold
over background. This range of signal to noise may be
insuflicient to detect small effects 1n many high through put
assays. Therefore, 1t 1s of interest to couple the 7-TM
pathway to a second nonlinear amplification system that 1s
tuned to be below but near the threshold of activation 1n the
uninduced state. An example of a nonlinear amplification
system 1s expression ol genes driven by the lambda P,
promoter. Complex cooperative interactions between
lambda repressor bound at three adjacent sites in the cl
promoter result in very efficient repression above a certain
concentration of repressor. Below a critical threshold dra-
matic induction 1s seen and there 1s a window within which
a small decrease 1n repressor concentration leads to a large
increase in gene expression (Ptashne, A Genetic Switch:
Phage Lambda and Higher Organisms, Blackwell Scientidic
Publ. Cambridge, Mass., 1992). Analogous effects are seen
for some eukaryotic promoters such as those regulated by
GALA4. Placing the expression of a limiting component of a
transcription factor for such a promoter (GAL4) under the
control of a GAL4 enhanced 7-TM responsive promoter
results 1n small levels of induction of the 7-TM pathway
signal being amplified to a much larger change in the
expression of a reporter construct also under the control of
a GAL4 dependent promoter.

An example of such a coupled system 1s to place GALA4
under control of the FUS-1 pheromone responsive promoter
and to have the intracellular GAL4 (itself a transcriptional
enhancer) level positively feedback on itself by placing a
GAL4 binding site upstream of the FUS-1 promoter. A
reporter gene 1s also put under the control of a GALA4
activated promoter. This system 1s designed so that GAL4
expression will nonlinearly self-amplify and co-amplily
expression of a reporter gene such as luciferase upon reach-
ing a certain threshold in the cell. RSR can be used to great
advantage to evolve reporter constructs with the desired
signaling properties, as follows: (1) A single plasmid con-
struct 1s made which contains both the GAL4/pheromone
pathway regulated GAL4 gene and the GAL4 regulated
reporter gene. (2) This construct is mutagenized and trans-
formed into the appropriately engineered yeast strain
expressing a 7/-TM and chimeric yeast/mammalian protein
of interest. (3) Cells are stimulated with agonists and
screened (or selected) based on the activity of the reporter
oene. In a preferred format, luciferase 1s the reporter gene
and activity 1s quantitated before and after stimulation with
the agonist, thus allowing for a quantitative measurement of
signal to noise for each colony. (4) Cells with improved
reporter properties are recovered, the constructs are shuifled,
and RSR 1s applied to further evolve the plasmid to give
optimal signal noise characteristics.

These approaches are general and illustrate how any
component of a signal transduction pathway or transcription
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factor could be evolved using RSR and the screens and
selections described above. For example, these speciiic
methods could be used to evolve 7-TM receptors with
specificity for novel ligands, specificity of nuclear receptors
for novel ligands (for example to obtain herbicide or other
small molecule-inducible expression of genes of interest in
fransgenic plants, such that a given set of genes can be
induced upon treatment with a given chemical agent), speci-
ficity of transcription factors to be responsive to viral factors
(thus inducing antiviral or lethal genes in cells expressing
this transcription factor [transgenics or cells treated with
gene therapy constructs]), or specificity of transcription
factors for activity in cancer cells (for example p53 deficient
cells, thus allowing one to infect with gene therapy con-
structs expressing conditionally lethal genes 1n a tumor
specific fashion).

The following examples are offered by way of 1llustration,
not by way of limitation.

EXPERIMENTAL EXAMPLES
I. Evolution of BIAP

A preferred strategy to evolve BIAP 1s as follows. A codon
usage libary 1s constructed from 6-mer oligonucleotides
such that the central 20 bases of each oligo specifies the wild

1. AACCCTCCAG
2. AACCCTCCAG
3. AACCCTCCAG
4 . AACCCTCCAG
5. AACCCTCCAG
6. TGGTGTTATG

(SEQ ID NO:

10

15

20

43

type protein, but encodes the wild-type protein sequence
with degenerate codons. Preferably, very rare codons for the
prokaryotic host of choice, such as . coli, are not used. The
20 bases at each end of the oligo use non-degenerate, but
preferred, codons 1 FE. coli. The oligonucleotides are
assembled into full-length genes as described above. The
assembled products are cloned into an expression vector by
techniques well known 1n the art. In some embodiments, the
codon usage library 1s expressed with a library of secretory
leader sequences, each of which directs the encoded BIAP
protein to the . coli periplasm. A library of leader sequences
1s used to optimize the combination of leader sequence and
mutant. Examples of leader sequences are reviewed by
Schatz et al. (Ann Rev. Genet. 24:215-248 (1990)). The

cloned BIAP genes are expressed under the control of an
inducible promoter such as the arabinose promoter.
Arabinose-induced colonies are screened by spraying with a
substrate for BIAP, bromo-chloro-indolyl phosphate (BCIP).
The bluest colonies are picked visually and subjected to the
RSR procedures described herein.

The oligonucleotides for construction of the codon usage
library are listed 1n Table II. The corresponding locations of
these promoters 1s provided 1n FIG. 1.

TABLE I1I1

TTCCGAACCC
TTCCGAACCC
TTCCGAACCC
TTCCGAACCC
TTCCGAACCC
TCTGCTCAGG
6)

CATATGATCA
CATATGAAAA
ATATACATAT
CATATGAAAT

CDATGGCDGT

TCACCCTGCG
AAACCGCT

TAAACTGCCG

(SEQ ID NO 2)

(SEQ ID NO

GCGTGCTAAA (SEQ ID NO:3)
ACCTGCTGCC GACC (SEQ ID NO:4)
GATATACATA TGAAACAGTC (SEQ ID NO:3)
DGAYTTYCAY CTGGTTCCGG TTGAAGAGGA

7. GTCTGGTTTC GCTACCGTG CDCARGCDGC DCCDAARGAY CTGGTTCCGG TTGAAGAGGA

(SEQ ID NO:

7)

8. CACCCCGATC GCTATCTCTT CYTTYGCDTC YACYGGYTCY CTGGTTCCGG TTGAAGAGGA

(SEQ ID NO:

8)

9.GCTGCTGGCT GCTCAGCCGG CDATGGCDAT GGAYATYGGY CTGGTTCCGG TTGAAGAGGA

(SEQ ID NO:

2)

10. TGCCGCTGCT GTTTCACCCCG GTDACYAARG CDGCDCARGT DCTGGTTCCG GTTGAAGAGG

(SEQ ID NO:

10)

11.CCCGGCTTTC TGGAACCGTC ARGCDGCDCA RGCDCTGGAC GTTGCTAAAA AACTGCAGCC

(SEQ ID NO:
12 . ACGTTATCCT
(SEQ ID NO:
13 . AAACTGGGTC
(SEQ ID NO:

14 . GGTTCCGGAC TCTGCTGGTA

(SEQ ID NO:
15.CTGCTCGTTA
(SEQ ID NO:
16 . TCTGTTGGTG
(SEQ ID NO:
17 . GTACTCTGAC
(SEQ ID NO:
18 . ACATCGACGT
(SEQ ID NO:

19 . TCTGTTAACG GTGTTCGTAA

(SEQ ID NO:
20 . GAACCGTACC
(SEQ ID NO:
21 . AATACAACGT
(SEQ ID NO.
22 + AACCCGCGTG
(SEQ ID NO:
23 . GACCGAAGCT
(SEQ ID NO:
24 ., CCGCTGACCA
(SEQ ID NO:

25 .GCTCTGGACT CTAAATCTTA

(SEQ ID NO:

26 . CGTTAACGAC TCTACCTCTG

(SEQ ID NO:

11)
GTTCCTGGGT
12)
CGGAAACCCC
13)

14)
CAACCAGTGC
15 )
TTGTTACCAC
16)
GCTGACCTGC
17)
TATCCTGGGT
18)

19)
GCTCTGCTGC
20)
TCAGCAGGAC
21)
GTTTCTACCT
22)
GGTATGTTCG
23)
CTCTCACGTT
24

25 )

26 )

GAYGGYATGG

DCTGGCDATG

CYGCDACYGC

AARACYACYC

YACYCGYGTD

CDGCDGAYGC

GGYGGYCGYA

RCGYAARCAR

ARGCDGCDGA

CAYACYAARG

GTTYGTDGAR

AYAAYGCDAT

TTYTCYTTYG

YACYTCYATY

ARGAYCCDTC

GYGTDCCDAC

GAYCARTTYC

DTAYCTGTGC

GYGGYAAYGA

CARCAYGCDT

DCARATGAAC

ARTAYATGTT

AAYCTGGETDC

YGAYTCYTCT

AYCCDACYCT

GGYGGYCGYA

YGCDAARGCT

GYGGYTAYAC

CTGTAYGGYA

YTAYCARCAG

CGTTACCGCT

CGTACGTTGC

ACCCGTATCC

TCTGTCTAAA

GGTTGTTAAAG GTAACTACCG

AGTTACCTCT

CTCCGGECTGG

GGTTGCCAGG

CCCGGTTGGET

AGGCTTGGCA

GTTACCCACC

GCAGGAAATG

TCGACCACGG

AACGAACTGA

CCTGCGTGGET

ACGGETCCGGGE

CAGGCTGCTG

GTTATGAACC

TGCTTACGCT

ACATCGCTGC

ACCCCGGACC

GGCTAAACAC

TGATGGGTCT

ACCGAAGTTG

TCACCACGAC

CCTCTGAACT

ACCTCTATCT

TTACGCTCTG

TTCCGCAGGC
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TABLLE ITI-continued
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27 AAGACGTTGC TGTTTTCGCT CGYGGYCCDC ARGCDCAYCT GGTTCACGGT GTTGAAGAAG

(SEQ ID NO:27)

28 . ATGGCTTCG CTGGTTGCGT DGARCCDTAY ACYGAYTGYA ACCTGCCGGC TCCGACCACC

(SEQ ID NO:28)

29 . TGCTCACCTG GCTGCTTMAC CDCCDCCDCT GGCDCTGCTG GCTGGTGCTA TGCTGCTCCT

(SEQ ID NO:29)

30 . TTCCGCCTCT AGAGAATTCT
(SEQ ID NO:30)

31 .AAGCAGCCAG GTGAGCAGCG
(SEQ ID NO:31)

32 .CGCAACCAGC GAAAGCCATG
(SEQ ID NO.32)

33 .GCGAAAACAG CAACGTCTTC
(SEQ ID NO:33)

34 . AGAGGTAGAG TCGTTAACGT
(SEQ ID NO:34)

35 . AAGATTTAGA GTCCAGAGCT
(SEQ ID NO:35)

36 . ACGTGAGAGT GGTCAGCGGT
(SEQ ID NO.36)

37 . GAACATACCA GCTTCGGTCA
(SEQ ID NO:37)

38 . GGTAGAAACC ACGCGGGTTA
(SEQ ID NO:38)

39 . TCCTGCTGAA CGTTGTATTT
(SEQ ID NO:39)

40 . CAGCAGAGCG GTACGGTTCC
(SEQ ID NO:40)

41 .TACGAACACC GTTAACAGAA
(SEQ ID NO:41)

42 .CCCAGGATAA CGTCGATGTC
(SEQ ID NO:42)

43 .CAGGTCAGCG TCAGAGTACC
(SEQ ID NO:43)

44 . TGGTAACAAC ACCAACAGAT
(SEQ ID NO:44)

45 . CACTGGTTGT AACGAGCAGC
(SEQ ID NO:45)

46 . ACCAGCAGAG TCCGGAACCT
(SEQ ID NO:46)

47 . GGGTTTCCGG ACCCAGTTTA
(SEQ ID NO:47)

48 . CCCAGGAACA GGATAACGTT
(SEQ ID NO:48)

49 . ACGGTTCCAG AAAGCCGGGT

50 . CCTGAGCAGA CATAACACCA
(SEQ ID NO:50)

51 .ACCGGGGTGA ACAGCAGCGG
(SEQ ID NO:51)

52 . GCCGGCTGAG CAGCCAGCAG
(SEQ ID NO:52)

53 . AAGAGATAGC GATCGGGGTG
(SEQ ID NO:53)

54 ., CAACGGTAGC GAAACCAGCC
(SEQ ID NO:54)

55 . AGAATTCTCT AGAGGCGGAA

56 . TGAGAGGTTG AGGGTCCAAT

TARTACAGRG

TCHGGRATRG

ATRTGHGCHA

RCCRCCRTGR

CHGGRCGRGA

TTRGAHGGHG

HACCAGRATC

GHGCCATRTA

CGRGAHACHA

CATRTCHGCH

AHACRTAYTG

GCRTCRTCHG

CATRTTRTTH

ARTTRCGRTT

TTRCCHGCYT

HGCRGAHACR

GRCGRTCHAC

CCRTTCATYT

YTTHGCHGCR

CTTCCTCTTC
GCHGCHACHG

CAGCAGHGCC

CAGCAGRCCH

GTCAGHACRA

AGHGCHACHG

ACTCTCCAAC
TGGGAGGTCA

II. Mammalian Surface Display

During an immune response antibodies naturally undergo
a process of aflinity maturation resulting 1n mutant antibod-
les with improved affinities for their cognate antigens. This
process 1s driven by somatic hypermutation of antibody

genes coupled with clonal selection (Berek and Milstein,

Immun. Rev. 96:23—-41 (1987)). Patten et al. (Science
271:1086—-1091 (1996)) have reconstructed the progression
of a catalytic antibody from the germline sequence, which
binds a p-nitrophenylphosphonate hapten with an at
135 micromolar, to the atfinity matured sequence whic.

THGGHGCCAG

ARGTHGCGGT

CRAARGTYTC

GTYTCRGAHG

RCCRCCRCCC

CCAGRCCRAA

AGRGTRTCCA

HGCYTTRTCG

CRCGCAGHGC

GGYTCRAACA

HGCRCCYTGG

GRTAYTCHGG

ACCAGGTGHG

HACRGTRTGA

TYTTHGCRCG

CCRATRGTRC

RTTRTARGTT

GRCCYTTCAG

GTYTGRATHG

AACCGGAACC
CHACHGCCAG

AGHGCRATRG

GCHGCHGCGG

TRCCCAGCAG

CRATHGCRAT

TCCCAGGTT

GAGGAGCAGC
GGTCGGAGCC
TTCTTCAACA
CCTGCGGAAC
AGAGCGTAAC
GATAGAGGTA
GTTCAGAGGT
TCGTGGTGAC
AACTTCGGETC
GACCCATCAG
TGTTTAGCCT
GTCCGGGGTA
CAGCGATGTC
GCGTAAGCAC
GTTCATAACA
GGTAGTTACC
TTAGACAGAG
GATACGGGTA
GCTGCAGTTT

AG (SEQ 1D
CGGCAGTTTA

TRGACTGTTT
TCGGCAGCAG
TTTAGCACGC

AGCGGTTTTT

ATAGCACCAG
GGCAGGTT

CCGTGAACCA
AGCAGCCTGC
CCGGACCGTT
CCACGCAGGG
CAGTTCGTTA
CGTGGTCGAT
ATTTCCTGCA
GTGGGTAACA
GCCAAGCCTG
CCAACCGGGA
CTGGCCACCG
CAGCCGGAGA
GAGGTAACTT
TTTAACACCG
CAACGTACGG
GCGGTAACGG
TTTAGCAACG

NO:49)
CGCAGGGTGA

CATATGTATA
GTAGTTCA
ATATGTATAT

TTCATATG

(SEQ ID No:55)

AGGCTGGG (SEQ ID NO:56)

50

1nity of

Genomic antibody expression shuttle vectors similar to
those described by Gascoigne et al. (Proc. Natl. Acad. Sci.
(U.S.A.) 84:2936-2940 (1987)) are constructed such that
libraries of mutant V region exons can be readily cloned into
the shuttle vectors. The kappa construct 1s cloned onto a
plasmid encoding puromycin resistance and the heavy chain
1s cloned onto a neomycin resistance encoding vector. The
cDNA derived variable region sequences encoding the
mature and germline heavy and light chain V regions are
reconfigured by PCR mutagenesis into genomic exons
flanked by Sfi I sites with complementary Sfi I sites placed

55

1 has

acquired nine somatic mutations and binds with an a

of 10 nanomolar. The affinity maturation of this antibody can
be recapitulated and improved upon using cassette mutagen-
esis of the CDR’s (or random mutagenesis such as with
PCR), mammalian display, FACS selection for improved 65
binding, and RSR to rapidly evolve improved af

1nity at the appropriate locations 1n the genomic shuttle vectors.

recombining mutations encoding improved binding.

1nity by

The oligonucleotides used to create the intronic Sfi I sites

flanking the VDJ exon are: 5' Sfl 1. 5-TTCCATTTCA
TACATGGCCG AAGGGGCCGT GCCATGAGGA TTTT-

3' (SEQ ID NO.100); 3' $fi I.5'-TTCTAAATG CATGTTG-
GCC TCCTTGGCCG GATTCIGAGC CI'TCAGGACC

A-3' (SEQ ID NO.101). Standard PCR mutagenesis proto-
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cols are applied to produce libraries of mutants wherein the
following sets of residues (numbered according to Kabat,
Sequences of Proteins of Immunological Interest, U.S. Dept

of Health and Human Services, 1991) are randomized to
NNK codons (GATC,GATC,GC).

Chain CDR Mutated residues
V-L 1 30, 31, 34
V-L 2 52, 53, 55
V-H 2 55, 56, 65
V-H “q 74, 76, 78

Stable transfectant lines are made for each of the two light
and heavy chain constructs (mature and germline) using the
B cell myeloma AG8—653 (a gift from J. Kearney) as a host
using standard electroporation protocols. Libraries of mutant
plasmids encoding the 1indicated libraries of V-L mutants are
transfected into the stable transformant expressing the ger-
mline V-H; and the V-H mutants are transfected into the
germline V-L stable transfectant line. In both cases, the
libraries are introduced by protoplast fusion (Sambrook et
al., Molecular Cloning, CSH Press (1987)) to ensure that the
majority of transfected cells receive one and only one
mutant plasmid sequence (which would not be the case for
clectroporation where the majority of the transfected cells
would receive many plasmids, each expressing a different
mutant sequence).

The p-nitrophenylphosphonate hapten (JWJ-1) recog-
nized by this antibody 1s synthesized as described by Patten
et al. (Science 271:1086—1091 (1996)). JWIJ-1 is coupled
directly to 5-(((2-aminoethyl)thio)acetyl)fluorescein
(Molecular Probes, Inc.) by formation of an amide bond
using a standard coupling chemistry such as EDAC (March,
Advanced Organic Chemistry, Third edition, John Wiley and
Sons, 1985) to give a monomeric JWJ-1-FITC probe. A
“dimeric” conjugate (two molecules of JWJ-1 coupled to a
FACS marker) is made in order to get a higher avidity probe,
thus making low affinity interactions (such as with the
germline antibody) more readily detected by FACS. This is
ogenerated by staining with Texas Red conjugated to an
anti-fluorescein antibody 1n the presence of two equivalents
of IWI-1-FITC. The bivalent structure of IgG then provides
a homogeneous bivalent reagent. A spin column 1s used to
remove excess JWI-1-FITC molecules that are not bound to
the anti-FITC reagent. A tetravalent reagent 1s made as
follows. One equivalent of biotin 1s coupled with EDAC to
two equivalents of ethylenediamine, and this 1s then be
coupled to the free carboxylate on JWI-1. The biotiylated
JWI-1 product 1s purified by 1on exchange chromatography
and characterized by mass spectrometry. FITC labelled
avidin 1s incubated with the biotinylated JWI-1 in order to
ogenerate a tetravalent probe.

The FACS selection 1s performed as follows, according to
a protocol similar to that of Panka et al. (Proc. Natl. Acad.
Sci. (U.S.A.) 85:3080-3084 (1988)). After transfection of
libraries of mutant antibody genes by the method of proto-
plast fusion (with recovery for 36—72 hours), the cells are
incubated on ice with fluorescently labelled hapten. The
incubation 1s done on ice to minimize pinocytosis of the
FITC conjugate which may contribute to nonspecific back-
oground. The cells are then sorted on the FACS either with or
without a washing step. FACSing without a washing step 1s
preferable because the off rate for the germline antibody
prior to affinity maturation is expected to be very fast (>0.1

sec-1; Patten et al., Science 271:1086—1091 (1996)); a
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washing step adds a complicating variable. The brightest
0.1-10% of the cells are collected.

Four parameters are manipulated to optimize the selection
for increased binding: monomeric vs dimeric vs tetrameric
hapten, concentration of hapten used 1n the staining reaction
(low concentration selects for high affinity Kd’s), time
between washing and FACS (longer time selects for low off
rates), and selectivity in the gating (i.e. take the top 0.1% to
10%, more preferably the top 0.1%). The constructs express-
ing the germline, mature, and both combinations of half
germline are used as controls to optimize this selectivity.

Plasmids are recovered from the FACS selected cells by
the transformation of an £. coli host with Hirt supernatants.
Alternatively, the mutant V gene exons are PCR-amplified
from the FACS selected cells. The recovered V gene exons
are subjected to RSR, recloned into the corresponding
genomic shuttle vector, and the procedure recursively
applied until the mean fluorescence intensity has increased.
A relevant positive control for improved binding is trans-
fection with the affinity matured 48G7 exons (Patten et al.,
op. cit.).

In a further experiment, equal numbers of germline and
cach of the two half germline transfectants are mixed. The
brightest cells are selected under conditions described
above. The V genes are recovered by PCR, recloned into
expression vectors, and co-transfected, either two plasmids
per . coli followed by protoplast fusion, or by bulk elec-
troporation. The mean fluorescent intensity of the transfec-
tants should 1ncrease due to enrichment of mature relative to
germline V regions.

This methodology can be applied to evolve any receptor-
ligand or binding partner interaction. Natural expression
formats can be used to express libraries of mutants of any
receptor for which one wants to improve the aflinity for the
natural or novel ligands. Typical examples would be
improvement of the afhinity of T cell receptors for ligands of
interest (1.e. MHC/tumor peptide antigen complexes) or
TNF receptor for TNF (soluble forms of TNF receptors are
used therapeutically to neutralize TNF activity).

This format can also be used to select for mutant forms of
ligands by expressing the ligand 1n a membrane bound form
with an engineered membrane anchor by a strategy analo-

gous to that of Wettstein et al.(J. Exp. Med. 174:219-28
(1991)). FACS selection 1s then performed with fluores-
cently labelled receptor. In this format one could, for
example, evolve 1improved receptor antagonists from natu-
rally occurring receptor antagonists (IL1 receptor
antagonist, for example). Mutant forms of agonists with
improved afhinity for their cognate receptors could also be
evolved 1n this format. These mutants would be candidates
for improved agonists or potent receptor antagonists, analo-
ogous to reported antagonistic mutant forms of IL3.
III. Evolution of Alpha Interferon

There are at hand 18 known non-allelic human interferon-
alpha (INF-a) genes, with highly related primary structures
(78-95% 1dentical) and with a broad range of biological
activities. Many hybrid interferons with 1nteresting biologi-
cal activities differing from the parental molecules have
been described (reviewed by Horisberger and Di Marco,
Pharm. Ther. 66:507-534 (1995)). A consensus human alpha
interferon, IFN-Conl, has been constructed synthetically
wherein the most common residue 1n fourteen known IFN-
a.’s has been put at each position, and 1t compares favorably
with the naturally occurring interferons (Ozes et al., J.
Interferon Res. 12:55-59 (1992)). This IFN contains 20
amino acid changes relative to IFN-a2a, the INF-a to which
it 1s most closely related. IFN-Conl has 10-fold higher
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specific antiviral activity than any known natural IFN sub-
type. IFN-a. Conl has 1n vitro activities 10 to 20 fold higher
than that of recombinant IFN «-2a (the major IFN used
clinically) in antiviral, antiproliferative and NK cell activa-
tion. Thus, there 1s considerable interest in producing inter-
feron hybrids which combine the most desirable traits from
two or more interferons. However, given the enormous
number of potential hybrids and the lack of a crystal
structure of IFN-a. or of the IFN-a receptor, there 1s a
perceived 1mpasse 1n the development of novel hybrids

(Horisberger and Di Marco, Pharm. Ther. 66:507-534
(1995)).

The biological effects of IFN-o’s are diverse, and include
such properties as induction of antiviral state (induction of
factors that arrest translation and degrade mRNA); inhibi-
tion of cell growth; induction of Class I and Class II MHC;
activation of monocytes and macrophages; activation of
natural killer cells; activation of cytotoxic T cells; modula-
tion of Ig synthesis in B cells; and pyrogenic activity.

The various IFN-a’s subtypes have unique spectra of

activities on different target cells and unique side effect
profiles (Ortaldo et al., Proc. Natl. Acad. Sci. (U.S.A.)

81:4926-4929 (1984); Overall et al., J. Interferon Res.
12:281-288 (1992); Fish and Stebbing, Biochem. Biophys.
Res. Comm. 112:537-546 (1983); Weck et al.,J. Gen. Virol.
57:233-237 (1981)). For example, human IFNa has very

mild side effects but low antiviral activity. Human IFNa8&
has very high antiviral activity, but relatively severe side

effects. Human IFNa7/ lacks NK activity and blocks NK
stimulation by other INFa’s. Human IFN-¢ J lacks the
ability to stimulate NK cells, but 1t can bind to the IFN-a
receptor on NK cells and block the stimulatory activity of
IFN-0A (Langer et al., J. Interferon Res. 6:97-105 (1986)).

The therapeutic applications of interferons are limited by
diverse and severe side effect profiles which include flu-like
symptoms, fatigue, neurological disorders including
hallucination, fever, hepatic enzyme elevation, and leuko-
penia. The multiplicity of effects of IFN-a.’s has stimulated
the hypothesis that there may be more than one receptor or
a multicomponent receptor for the IFN-afamily (R. Hu et

al., J. Biol. Chem. 268:12591-12595 (1993)). Thus, the
existence of abundant naturally occurring diversity within
the human alpha IFN’s (and hence a large sequence space of
recombinants) along with the complexity of the IFN-a
receptors and activities creates an opportunity for the con-
struction of superior hybrids.
A. Complexity of the Sequence Space

FIG. 2 shows the protein sequences of 11 human IFN-o.’s.
The differences from consensus are indicated. Those posi-
fions where a degenerate codon can capture all of the
diversity are indicated with an asterisk. Examination of the
aligned sequences reveals that there are 57 positions with
two, 15 positions with three, and 4 positions with four
possible amino acids encoded 1n this group of alpha inter-
feron genes. Thus, the potential diversity encoded by per-
mutation of all of this naturally occurring diversity 1is:
2°7%3°%4%=5.3x10°°. Among these hybrids, of the 76 poly-
morphisms spread over a total of 175 sites 1n the 11
interferon genes, 171 of the 175 changes can be incorporated
into homologue libraries using single degenerate codons at
the corresponding positions. For example, Arg, Trp and Gly
can all be encoded by the degenerate codon | A, T,G|GG.
Using such a strategy, 1.3x10*° hybrids can be captured with
a single set of degenerate oligonucleotides. As 1s evident
from Tables III to VI, 27 oligonucleotides 1s sufficient to
shuffle all eleven human alpha interferons. Virtually all of
the natural diversity 1s thereby encoded and fully permuted
due to degeneracies 1n the nine “block™ oligonucleotides in

Table V.
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B. Properties of a “Coarse Grain” Search of Homologue
Sequence Space

The modelled structure of IFN alpha (Kontsek, Acta Vir.
38:345-360 (1994)) has been divided into nine segments

based on a combination of criteria of maintaining secondary
structure elements as single units and placing/choosing
placement of the segment boundaries in regions of high
identity. Hence, one can capture the whole family with a
single set of mildly degenerate oligonucleotides. Table III
and FIG. 2 give the precise locations of these boundaries at
the protein and DNA levels respectively. It should be empha-
sized that this particular segmentation scheme 1s arbitrary
and that other segmentation schemes could also be pursued.
The general strategy does not depend on placement of
recombination boundaries at regions of high identity
between the family members or on any particular algorithm
for breaking the structure into segments.

TABLE 11l

Seegmentation Scheme for Alpha Interferon

# Permutations of all

Segment Amino Acids # Alleles Sequence Variations
1 1-21 5 1024
2 22-51 10 6.2 x 10%
3 52-67 6 96
4 68—80 7 1024
5 8192 7 192
6 93-115 10 2.5 x 107
7 116-131 4 8
8 132-138 4 8
9 139-167 9 9216

Many of the IFN’s are identical over some of the
scgments, and thus there are less than eleven different
“alleles” of each segment. Thus, a library consisting of the
permutations of the segment “alleles” would have a potential
complexity of 2.1x10” (5 segment #1’s times 10 segment
#2’s x ... X 9 segment #9°s). This 1s far more than can be
examined 1n most of the screening procedures described,
and thus this 1s a good problem for using RSR to search the
sequence space.

C. Detailed Strategies for Using RSR to Search the IFN-
alpha Homologue Sequence Space

The methods described herein for oligo directed shuftling
(i.c. bridge oligonucleotides) are employed to construct
libraries of interferon alpha hybrids, and the general meth-
ods described above are employed to screen or select these
mutants for improved function. As there are numerous
formats 1n which to screen or select for improved 1nterferon
activity, many of which depend on the unique properties of
interferons, exemplary descriptions of IFN based assays are
described below.

D. A Protocol for a Coarse Grain Search of Hybrid IFN
Alpha Sequence Space

In brief, libraries are constructed wherein the 11 homolo-
gous forms of the nine segments are permuted (note that in
many cases two homologues are identical over a given
segment). All nine segments are PCR-amplified out of all
cleven IFN alpha genes with the eighteen oligonucleotides
listed 1 Table IV, and reassembled into full length genes
with oligo directed recombination. An arbitrary number,
¢.g., 1000, clones from the library are prepared 1n a 96-well
expression/puriiication format. Hybrids with the most potent
antiviral activities are screened. Nucleic acid 1s recovered by
PCR amplification, and subjected to recombination using
bridge oligonucleotides. These steps are repeated until can-
didates with desired properties are obtained.
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E. Strategies for Examining the Space of >107° Fine Grain
Hybrids

In brief, each of the nine segments 1s synthesized with one
degenerate oligo per segment. Degeneracies are chosen to
capture all of the IFN-alpha diversity that can be captured
with a single degenerate codon without adding any non-
natural sequence. A second set of degenerate oligonucle-
otides encoding the nine segments 1s generated wherein all
of the natural diversity i1s captured, but additional non-
natural mutations are included at positions where necessi-
tated by the constraints of the genetic code. In most cases all
of the diversity can be captured with a single degenerate
codon; 1n some cases a degenerate codon will capture all of
the natural diversity but will add one non-natural mutation;
at a few postions 1t 1s not possible to capture the natural
diversity without putting 1n a highly degenerate codon which
will create more than one non-natural mutation. It 1s at these
positions that this second set of oligonucleotides will differ
from the first set by being more inclusive. Each of the nine
synthetic segments 1s then amplified by PCR with the 18
PCR oligonucleotides. Full length genes using the oligo
directed recombination method are generated, transfected
into a host, and assayed for hybrids with desired properties.
The best hybrids from (e.g, the top 10%, 1% or 0.1%;
preferably the top 1%) are subjected to RSR and the process
repeated until a candidate with the desired properties is
obtained.
F. “Non-gentle” Fine Grain Search

On the one hand, one could make libraries wherein each
secgment 1s dertved from the degenerate synthetic oligo-
nucleotides which will encode random permutations of the
homologue diversity. In this case, the initial library will very
sparsely search the space of >10*> possible fine grain
hybrids that are possible with this family of genes. One
could proceed by breeding positives together from this
scarch. However, there would be a large number of ditfer-
ences between mdependent members of such libraries, and
consequently the breeding process would not be very
“ogentle” because pools of relatively divergent genes would
be recombined at each step.
G. “Gentle” Fine Grain Search

One way to make this approach more “gentle” would be
to obtain a candidate starting point and to gently search from
there. This starting point could be either one of the natural
I[FN-alpha’s (such as IFN alpha-2a which is the one that is
being used most widely therapeutically), the characterized
IFN-Conl consensus interferon, or a hit from screening the
shuffled IFN-alpha’s described above. Given a starting
point, one would make separate libraries wherein one breeds
the degenerate segment libraries one at a time into the
founder sequence. Improved hits from each library would
then be bred together to gently build up mutations all
throughout the molecule.
H. Functional Cellular Assays

The following assays, well known 1n the art, are used to
screen IFN alpha mutants: inhibition of viral killing; stan-
dard error of 30-50%; 1nhibition of plaque forming units;
very low standard error (can measure small effects); reduced
viral yield (useful for nonlethal, nonplaque forming viruses);
inhibition of cell growth (3H-thymidine uptake assay; acti-
vation of NK cells to kill tumor cells; suppression of tumor
formation by human INF administered to nude mice
engrafted with human tumors (skin tumors for example).

Most of these assays are amenable to high throughput
screening. Libraries of recombinant IFN alpha mutants are
expressed and purified 1 high throughput formats such as
expression, lysis and purification 1 a 96-well format using
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anti-IFN antibodies or an epitope tag and afhnity resin. The
purified IFN preparations are screened 1n a high throughput
format, scored, and the mutants encoding the highest activi-
ties of interest are subjected to further mutagenesis, such as
RSR, and the process repeated until a desired level of
activity 1s obtained.

I. Phage Display

Standard phage display formats are used to display bio-
logically active IFN. Libraries of chimeric IFN genes are
expressed in this format and are selected (positively or
negatively) for binding (or reduced binding) to one or more
purified IFN receptor preparations or to one or more IFN
receptor expressing cell types.

J. GFP or Luciferase Under Control of IFN-Alpha Depen-
dent Promoter

Protein expressed by mutants can be screened in high
throughput format on a reporter cell line which expresses
GFP or luciferase under the control of an IFN alpha respon-
sive promoter, such as an MHC Class I promoter driving
GFP expression.

K. Stimulation of Target Cells with Intact Infections Par-
ticles

Purification of active IFN will limit the throughput of the
assays described above. Expression of active IFN alpha on
filamentous phage M13 would allow one to obtain homog-
enous preparations of IFN mutants 1n a format where
thousands or tens of thousands of mutants could readily be
handled. Gram et al. (J. Imm. Meth. 161:169-176 (1993))
have demonstrated that human IL3, a cytokine with a protein
fold similar 1n topology to IFN alpha, can be expressed on
the surface of M13 and that the resultant phage can present
active IL3 to IL3 dependent cell lines. Similarly, Sageio et
al. (Gene 152:35-39 (1995)) have shown that human ciliary
neurotrophic factor, a four helix bundle cytokine, 1s biologi-
cally active when expressed on phage at concentrations
similar to those of the soluble cytokine. Analogously, librar-
ies of IFN alpha mutants on M13 can be expressed and
lysates of defined titre used to present biologically active
IFN 1n the high throughput assays and selections described
herein.

The following calculation supports the feasibility of
applying this technology to IFN alpha. Assuming (1) titres
of 1x10" phage/ml with five active copies of interferon
displayed per phage, and (2) that the displayed interferon is
equivalently active to soluble recombinant interferon (it may
well be more potent due to multi-valency), the question then
1s whether one can reasonably expect to see biological
activity.

(1x10** phage/ml)x(5 IFN molecules/phage)x(1 mole/6x10°° mol-
ecules)x(26,000 gm/mole)x(10” ng/gm)=2.2 ng/ml

The range of concentration used 1n biological assays 1s: 1
ng/ml for NK activation, 0.1-10 ng/ml for antiproliferative
activity on Eskol cells, and 0.1-1 ng/ml on Daudi cells (Ozes
et al., J. Interferon Res. 12:55-59 (1992)). Although some
subtypes are glycosylated, interferon alpha2a and consensus
interferon are expressed 1n active recombinant form in F.
coli, so at least these two do not require glycosylation for
activity. Thus, IFN alpha expressed on filamentous phage 1s
likely to be biologically active as phage lysates without
further purification. Libraries of IFN chimeras are expressed
in phage display formats and scored in the assays described
above and below to 1dentily mutants with improved prop-
erties to be put into further rounds of RSR.

When one phage 1s suflicient to activate one cell due to the
high valency state of the displayed protein (five per phage in
the gene III format; hundreds per phage in the gene VIII
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format; tens in the lambda gene V format), then a phage
lysate can be used directly at suitable dilution to stimulate
cells with a GFP reporter construct under the control of an
IFN responsive promoter. Assuming that the phage remain
attached after stimulation, expression and FACS purification
of the responsive cells, one could then directly FACS purily
hybrids with improved activity from very large libraries (up
to and perhaps larger than 107 phage per FACS run).

A second way 1in which FACS 1s used to advantage 1n this
format 1s the following. Cells can be stimulated 1n a multi-
well format with one lysate per well and a GFP type reporter
construct. All stimulated cells are FACS purified to collect
the brightest cells, and the IFN genes recovered and sub-

Oligonucleotides needed for blockwlise recombination:

5

10

53

cassette [ GFP or luciferase | 1s induced by transfection with
the mutant IFN constructs. Mutants which stimulate the IFN
responsive promoter are detected by by FACS or CCD
camera.

A variation on this format i1s to challenge transiectants
with virus and select for survivors. One could do multiple
rounds of viral challenge and outgrowth on each set of
transfectants prior to retrieving the genes. Multiple rounds

of killing and outgrowth allow an exponential amplification
of a small advantage and hence provide an advantage 1n
detecting small improvements 1n viral killing.

TABLE 1V

18

Oligonucleotides needed for alpha interferon shuffling
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jected to RSR, with 1teration of the protocol until the desired
level of improvement 1s obtained. In this protocol the
stimulation 1s performed with individual concentrated

lysates and hence the requirement that a single phage be
sufficient to stimulate the cell 1s relaxed. Furthermore, one
can gate to collect the brightest cells which, 1n turn, should
have the most potent phage attached to them.
L. Cell Surface Display Protocol for IFN Alpha Mutants

A sample protocol follows for the cell surface display of
IFN alpha mutants. This form of display has at least two
advantages over phage display. First, the protein 1s displayed
by a eukaryotic cell and hence can be expressed 1n a properly
glycosylated form which may be necessary for some IFN
alphas (and other growth factors). Secondly, it is a very high
valency display format and 1s preferred 1n detecting activity
from very weakly active mutants.

In brief, a library of mutant IFN’s 1s constructed wherein
a polypeptide signal for addition of a phosphoinositol tail
has been fused to the carboxyl terminus, thus targeting the
protein for surface expression (Wettstein et al., J. FExp. Med.
174:219-28 (1991)). The library is used to transfect reporter
cells described above (luciferase reporter gene) in a micro-
fiter format. Positives are detected with a charge coupling
device (CCD) camera. Nucleic acids are recovered either by
HIRT and retransformation of the host or by PCR, and are
subjected to RSR for further evolution.
M. Autocrine Display Protocol for Viral Resistance

A sample protocol follows for the autocrine display of
IFN alpha mutants. In brief, a library of IFN mutants is
ogenerated 1n a vector which allows for induction of expres-
sion (1.e. metallothionein promoter) and efficient secretion.
The recipient cell line carrying an IFN responsive reporter
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.5 '=-TGT|G/A]ATCTG|[C/T|CT[C/G]AGACC (SEQ ID NO:57)

. 5 ' =GGCACAAATG[G/A/C|G[A/CJAGAATCTCTC (SEQ ID NO:58)

. 5 '=AGAGATTCT[G/T|C(C/T/G|CATTTGTGCC (SEQ ID NO:59)

. 5 ' =CAGTTCCAGAAG|A/G|CT|G/C][C/A]AGCCATC (SEQ ID NO:60)
.5 '=GATGGCT[T/G|[G/C|AG[T/CJCTTCTGGAACTG (SEQ ID NO:61)
. 5'=CTTCAATCTCTTCA|G/C|CACA (SEQ ID NO:62)

. 5'-TGTG|G/C|TGAAGAGATTGAAG (SEQ ID NO:63)
.5'-GGA|T/A|G/C|AGA[C/G]|C/G]|CTCCTAGA (SEQ ID NO:64)

. 5 '=TCTAGGAG|G/C|G/C|TCT|G/C]|T/A]TCC (SEQ ID NO:65)
.5 '=GAACTT[T/G/A|T/A|CCAGCAA[A/C|TGAAT (SEQ ID NO:66)
.5 '=ATTCA|T/G|TTGCTGG|A/T]|[A/T/C]AAGTTC (SEQ ID NO:67)
. 5'=GGACT|T/C|CATCCTGGCTGTG (SEQ ID NO:68)

. 5'-CACAGCCAGGATG[G/AJAGTCC (SEQ ID NO:69)

.5 '=AAGAATCACTCTTTATCT
.5 '=AGATAAAGAGTGATTCTT
. 5'-TGGGAGGTTGTCAGAGCAG (SEQ ID NQ:72)

. 5'=CTGCTCTGACAACCTCCCA (SEQ ID NO:73)

.5 '=TCA[A/T|TCCTT[C/A|CTC[T/C|TTAA (SEQ ID NO:74)

(SEQ ID NO:70)
(SEQ ID NO:71)

Brackets indicate degeneracy with equal mixture of the

speciflied bases at those positions. The purpose of the degen-
eracy 1s to allow this one set of primers to prime all members
of the IFN family with similar efficiency. The choice of the
oligo driven recombination points 1s important because they
will get “overwritten” 1n each cycle of breeding and hence
cannot coevolve with the rest of the sequence over many

cycles of selection.

TABLE V

Oligonucleotides needed for “fine grain™ recombination

of natural diversity over each of the nine blocks

Block #Length of oligo required

76
95
65
56
51
93
50
62

30
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Wild-Type Amino

<160>

<210>
<211>
<212>
<213>
<220>
<223>

<400>
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TABLE VI

Amino acids that can be reached by a single step

mutation in the codon of interest.

Acid

nw £ Q p = < m o=

T O Z 0O = H

Amino acids reachable by one

mutation

C,R, G, L
F,S.C,H N, D
ILLV,SYC
S,W,E L M,V,P
F,1,IL M,A, D,E, G
F,1,M,V,T,N, K, S, R
S,P,T,V.D,E, G
V,A,D,E,R,S,C,W
LLL VT, K R
F1,Y,C,W,P,T,A R G,N,T,
[
S,P,A,LL M, N, K, S, R
S,T,A, L, H, Q, R
F,S,Y,R G W
Y,H,K,D,S,T,I
Y,H, K FE, 1, PR
Y,Q,N,D,1, P, R
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TABLE VI-continued

Amino acids that can be reached by a single step
mutation in the codon of interest.

Wild-Type Amino Amino acids reachable by one
Acid mutation
D Y, HLN,E, VA G
E QK D, VA G
R L,PH QC WS, G, KT, LM
K QN,ERTLM

Based on this Table, the polymorphic positions in IFN
alpha where all of the diversity can be captured by a
degenerate codon have been 1dentified. Oligonucleotides of
the length indicated in Table V above with the degeneracies
inferred from Table VI are synthesized.

Although the foregoing invention has been described 1n
some detail by way of illustration and example for purposes
of clarity of understanding, 1t will be obvious that certain
changes and modifications may be practiced within the
scope of the appended claims.

All references cited herein are expressly incorporated 1n
their entirety for all purposes.

SEQUENCE LISTING

NUMBER OF SEQ ID NOS: 101

SEQ ID NO 1

LENGTH: 50

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE :

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 1

aaccctccag ttccgaaccc catatgatga tcaccctgcg taaactgceccg 50

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 2

LENGTH: 38

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE :

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 2

aaccctccaqg ttccgaaccc catatgaaaa aaaccgcet 38

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 3

LENGTH: 40

TYPE: DNA

ORGANISM: Artificial Seguence

FEATURE :
OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 3
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—continued

aaccctccag ttccgaaccc atatacatat gcgtgctaaa 40

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 4

LENGTH: 44

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for codon usage library

SEQUENCE: 4

aaccctccag ttccgaaccc catatgaaat acctgctgcc gacc 44

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 5

LENGTH: 40

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 5

aaccctccag ttccgaaccc gatatacata tgaaacagtc 40

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 6

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 6

tggtgttatg tctgctcaqg cdatggecdgt dgayttycay ctggttccgg ttgaagagga 60

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 7/

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 7

ggctggttte gctacecgttg cdecargedge dccdaargay ctggttccgg ttgaagagga 60

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 8

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 8

caccccecgate gctatctett cyttygedte vacyggytey ctggttccgg ttgaagagga 60

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 9

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 9

62
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—continued

gctgetgget gctcageccgg cdatggedat ggavatyggy ctggttccgg ttgaagagga 60

<210> SEQ ID NO 10

<211> LENGTH: 61

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 10
tgccgectget gttcaccececg gtdacyaarg cdgcecdcargt dectggttccg gttgaagagg 60

a 61

<210> SEQ ID NO 11

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 11

ccecggettte tggaaccgtce argedgedca rgcdcectggac gttgctaaaa aactgcagec 60

<210> SEQ ID NO 12

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 12

acgttatcct gttcctgggt gayggyvatgg gygtdccdac cgttaccgcect acccgtatcec 60

<210> SEQ ID NO 13

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 13

aaactgggtc cggaaacccce dectggecdatg gaycarttyc cgtacgttgce tctgtctaaa 60

<210> SEQ ID NO 14

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 14

ggttccggac tctgctggta cygecdacyge dtayctgtge ggtgttaaag gtaactaccg 60

<210> SEQ ID NO 15

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 15

64
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—continued

ctgctcgtta caaccagtgc aaracyacyc gyggyaayga agttacctct gttatgaacc 60

<210> SEQ ID NO 16

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 16

tctgttggtg ttgttaccac vacycgygtd carcaygedt ctccggectgg tgcttacget 60

<210> SEQ ID NO 17

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 17

gtactctgac gctgacctge cdgecdgayge dcaratgaac ggttgccagg acatcgectgce 60

<210> SEQ ID NO 18

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 18

acatcgacgt tatcctgggt ggyggycgyva artavatgtt cccggttggt accccggacc 60

<210> SEQ ID NO 19

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 19

tctgttaacqg gtgttcgtaa rcgyaarcar aayctggtdce aggcttggca ggctaaacac 60

<210> SEQ ID NO 20

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 20

gaaccgtacce gctctgetge argcdgedga ygayteytet gttacccacce tgatgggtet 60

<210> SEQ ID NO 21

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 21
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—continued

aatacaacgt tcagcaggac cayacyaarg ayccdacyct gcaggaaatg accgaagttg 60

<210> SEQ ID NO 22

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:
<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 22

aacccgcgtg gtttctacct gttygtdgar ggyggycgya tcgaccacgg tcaccacgac 60

<210> SEQ ID NO 23

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for codon usage library
<400> SEQUENCE: 23

gaccgaagct ggtatgttcg ayvaaygcdat ygcdaargct aacgaactga cctctgaact 60

<210> SEQ ID NO 24

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 24

ccgctgacca ctctcacgtt ttytecyttyg gyvggytayvac cctgcgtggt acctctatct 60

<210> SEQ ID NO 25

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 25

gctctggact ctaaatctta vacytcecyaty ctgtayggya acggtccggg ttacgctcectg 60

<210> SEQ ID NO 26

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for codon usage library
<400> SEQUENCE: 26

cgttaacgac tctacctctg argayccecdte yvtaycarcag caggctgcectg ttccgcaggce 60

<210> SEQ ID NO 27

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 27

aagacgttgc tgttttcgct cgyggyccde argecdcayct ggttcacggt gttgaagaag 60

63



<210>
<211>
<212>
<213>
<220>
<223>

<400>
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—continued

SEQ ID NO 28

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Seguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for codon usage library

SEQUENCE: 28

atggctttcg ctggttgcgt dgarccdtay acygaytgya acctgccggce tccgaccacc 60

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 29

LENGTH: 61

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 29

tgctcacctg gctgettmac cdeecdeccecdet ggecdcectgetg getggtgeta tgectgetceocet 60

-

<210>
<211>
<212>
<213>
<220>
<223>

<400>

61

SEQ ID NO 30

LENGTH: 62

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 30

ttccgecctect agagaattct tartacagrg thgghgccaqg gaggaqgcagc atagcaccag 60

ccC

<210>
<211>
<212>
<213>
<220>
<223>

<400>

62

SEQ ID NO 31

LENGTH: 58

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 31

aagcagccag gtgagcagcg tchggratrg argthgcggt ggtcggagcce ggcaggtt 58

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 32

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

SEQUENCE: 32

cgcaaccagc gaaagccatg atrtghgcha craargtytc ttcttcaaca ccgtgaacca 60

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO 33

LENGTH: 60

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

70
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<400> SEQUENCE: 33

gcgaaaacag caacgtcttc reccrcertgr gtytcrgahg cctgcocggaac agcagcctgce 60

<210> SEQ ID NO 34

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 34

agaggtagag tcgttaacgt chggrcgrga rccrccrcoccc agagcgtaac ccggaccgtt 60

<210> SEQ ID NO 35

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 35

aagatttaga gtccagagct ttrgahgghg ccagrccraa gatagaggta ccacgcaggg 60

<210> SEQ ID NO 36

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 36

acgtgagadt tcagcqgqgt haccaqgratc agrgtrtcca gttcagaggt cagttcgtta 60
gtgagadgt dg gcgg g grg g gagg g g

<210> SEQ ID NO 37

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 37

gaacatacca gcttcggtca ghgccatrta hgeyttrtcecg tcgtggtgac cgtggtcgat 60

<210> SEQ ID NO 38

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 38

ggtagaaacc acgcgggtta cgrgahacha crcgcaghgc aacttcggtc atttcctgea 60

<210> SEQ ID NO 39

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 39
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tcctgectgaa cgttgtattt catrtchgch ggytcraaca gacccatcag gtgggtaaca 60

<210> SEQ ID NO 40

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 40

cagcagagcg gtacggttcc ahacrtaytg hgcrcecytgg tgtttagecct gccaaqgeccectg 60

<210> SEQ ID NO 41

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 41

tacqaacacc gttaacagaa gcrtcrtchg grtaytchgg gtccggggta ccaaccggga 60

<210> SEQ ID NO 42

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 42

cccaggataa cgtcgatgte catrttrtth accagytghg cagcgatgtc ctggcaaccg 60

<210> SEQ ID NO 43

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 43

caggtcagcg tcagagtacc arttrcgrtt hacrgtrtga gcgtaagcac cagccggaga 60

<210> SEQ ID NO 44

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 44

tggtaacaac accaacagat ttrcchgcyt tytthgcrcg gttcataaca gaggtaactt 60

<210> SEQ ID NO 45

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 45
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cactggttgt aacgagcagc hgcrgahacr ccratrgtrc ggtagttacc tttaacaccg 60

<210> SEQ ID NO 46

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:
<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 46

accagcagag tccggaacct grcgrtchac rttrtargtt ttagacagag caacgtacgg 60

<210> SEQ ID NO 47

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for codon usage library
<400> SEQUENCE: 47

gggtttccgg acccagttta ccrttcatyt grccecyttcag gatacgggta gcggtaacgg 60

<210> SEQ ID NO 48

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 48

cccaggaaca ggataacgtt ytthgchger gtytgrathg gctgcagttt tttagcaacg 60

<210> SEQ ID NO 495

<211> LENGTH: 42

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 49

acggttccag aaagccgggt cttcctcttc aaccggaacc ag 472

<210> SEQ ID NO 50

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for codon usage library
<400> SEQUENCE: 50

cctgagcaga cataacacca gchgchachg chachgccag cggcagttta cgcagggtga 60

<210> SEQ ID NO 51

<211> LENGTH: 62

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 51

accggggtga acagcagcgqg cagcaghgcce aghgcratrg trgactgttt catatgtata 60
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tc 62

<210> SEQ ID NO 52

<211> LENGTH: 59

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 52

gccggcetgag cagccagcaqg cagcaqrcch gchgchgeocgg tcggcagcag gtagtttcea 59

<210> SEQ ID NO 53

<211> LENGTH: 60

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 53

aagagatagc gatcggggtg gtcaghacra trcccagcag tttagcacgc atatgtatat 60

<210> SEQ ID NO 54

<211> LENGTH: 58

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 54

caacggtagc gaaaccagcc aghgchachg crathgcrat agecggttttt ttcatatg 58

<210> SEQ ID NO 55

<211> LENGTH: 39

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 55

agaattctct agaggcggaa actctccaac tcccaggtt 39

<210> SEQ ID NO 56

<211> LENGTH: 39

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for codon usage library

<400> SEQUENCE: 56

tgagaggttg agggtccaat tgggaggtca aggcttggqg 39

<210> SEQ ID NO 57

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon
shuffling

<400> SEQUENCE: 57
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tgtratctgy ctsagacc 18

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 58

LENGTH: 23

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 58

ggcacaaatg vgmagaatct ctc 23

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 589

LENGTH: 22

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE::

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 59

agagattctk cbcatttgtg cc 22

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 60

LENGTH: 24

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 60

cagttccaga agrctsmagc catc 24

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 61

LENGTH: 24

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 61

gatggctksa gycttctgga actg 24

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 62

LENGTH: 19

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 62

cttcaatcte ttcascaca 19

<210>
<211>
<212>
<213>
<220>

SEQ ID NO 63

LENGTH: 19

TYPE: DNA

ORGANISM: Artificial Seqguence
FEATURE:
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<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon
shuffling

<400> SEQUENCE: 63

tgtgstgaag agattgaag 19

<210> SEQ ID NO 64

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Seqguence: degenerate
oligonucleotide used for alpha interferon
shuffling

<400> SEQUENCE: 64

ggawsagass ctcctaga 18

<210> SEQ ID NO 65

<211> LENGTH: 18

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon
shuffling

<400> SEQUENCE: 65

tctaggagss tctswtcc 18

<210> SEQ ID NO 66

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon
shuffling

<400> SEQUENCE: 66

gaacttdwcc agcaamtgaa t 21

<210> SEQ ID NO 67

<211> LENGTH: 21

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate

oligonucleotide used for alpha interferon
shuffling

<400> SEQUENCE: 67

attcakttgc tggwhaagtt c 21

<210> SEQ ID NO 68

<211> LENGTH: 19

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling
<400> SEQUENCE: 68

ggactycatc ctggctgtg 19

32



<210>
<211>
<212>
<213>
<220>
<223>

<400>
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SEQ ID NO 69

LENGTH: 19

TYPE: DNA

ORGANISM: Artificial Seguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 69

cacagccagg atgragtcc 19

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO /0

LENGTH: 18

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 70

aagaatcact ctttatct 18

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO /1

LENGTH: 18

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 71

agataaagag tgattctt 18

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO /2

LENGTH: 19

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE::

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 72

tgggaggttg tcagagcag 19

<210>
<211>
<212>
<213>
<220>
<223>

<400>

SEQ ID NO 73

LENGTH: 19

TYPE: DNA

ORGANISM: Artificial Seqguence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

SEQUENCE: 73

ctgctctgac aacctccca 19

<210>
<211>
<212>
<213>
<220>
<223>

SEQ ID NO /4

LENGTH: 18

TYPE: DNA

ORGANISM: Artificial Sequence

FEATURE:

OTHER INFORMATION: Description of Artificial Sequence: degenerate
oligonucleotide used for alpha interferon

shuffling

34



<400> SEQUENCE:

74

tcawtccttm ctcyttaa

<210>
<211>
<212>
<213>

<400>

Gln

Phe

65

Leu

Glu

Asn

Leu

Arg
145

<210>
<211>
<212>
<213>

<400>

Gln

Phe

65

Leu

Glu

Asn

Leu

SEQUENCE :

Asp Leu Pro

Leu

His

Lys

50

Asn

Leu

Ala

Glu

Tyr

130

Ala

Leu

Asp

Leu

His

Lys

50

Asn

Leu

Ala

Glu

Tyr
130

Ala

Asp
35

Ala

Leu

Glu

Asp
115

Leu

Glu

Leu

Ala

Asp
35

Thr

Leu

Glu

Asp
115

Leu

Gln

20

Phe

Gln

Phe

val
100

Ser

Thr

Tle

SEQUENCE :

Pro

Gln
20

Phe

Gln

Phe

val
100

Ser

Thr

SEQ ID NO 75
LENGTH:
TYPE:
ORGANISM: consensus alpha

166
PRT

75

Gln

5

Met

Gly

Ala

Ser

Phe

85

Tle

ITle

Glu

Met

Lys
165

SEQ ID NO 76
LENGTH:
TYPE:
ORGANISM: human alpha

166
PRT

76

Gln

5

Met

Gly

Ala

Ser

Phe

85

Tle

Tle

Glu

Thr

Gly

Phe

Tle

Thr

70

Ser

Gln

Leu

Arg
150

Asp

Thr

Gly

Leu

Tle

Thr

70

Ser

Gln

Leu

35

His
Arg
Pro
Ser

55
Thr
Glu
Ala
Lys

135

Ser

His
Arg
Pro
Pro

55
Glu
Thr
Glu

Ala

Lys
135

Ser

Tle

Gln

40

Val

Asp

Glu

vVal

Val

120

Leu

interferon

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

105

Arqg

Ser

Ser

Gly

10

Pro

Glu

His

Ser

Tyr

90

val

Pro

Phe

interferon

Ser

Tle

Gln

40

val

Asp

Glu

Val

val
120

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

105

Ser

Gly

10

Pro

Glu

His

Ser

Tyr

90

Met

Pro

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

Ser
155

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

—continued

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Ala

140

Thr

Arqg

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Ala
140

Gly

45
Tle
Trp
Leu
Thr
Gln
125

Trp

Asn

Arg

Gly
15

Tle

Trp

Leu

Thr

Gln

125

Trp

Ala
Leu

30

Asn

Gln

Glu

Asn

Pro

110

Arqg

Glu

Leu

Ala

Leu

30

Asn

Gln

Glu

Asn

Pro
110

Glu

Leu

15

Gln

Gln

Gln

Asp

95

Leu

Ile

val

Gln

Leu

15

Gln

Gln

Gln

Asn

95

Leu

Tle

Val

US 6,455,253 Bl

Tle

Asp

Phe

Thr

Ser

80

Leu

Met

Thr

vVal

Lys
160

Tle

Asp

Phe

Thr

Ser

80

Leu

Met

Thr

Val

36



37

—continued
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Arg Ala Glu Ile Met Arg Ser Leu Ser Phe Ser Thr Asn Leu Gln Lys

145

150

Arg Leu Arg Arg Lys Asp

<210>
<211>
<212>
<213>

<400>

Arg

Gln

Phe

65

Leu

Glu

Asn

Leu

Arg

145

Tle

<210>
<211>
<212>
<213>

<400>

Gln

Phe

65

Leu

Glu

Asn

Asp

Leu

Pro

Lys

50

Asn

Leu

Ala

Glu

Tyr

130

Ala

Leu

Leu

Ala

Asp
35

Thr

Leu

Glu

Asp
115

Leu

Glu

SEQUENCE :

Pro

Gln

20

Phe

Gln

Phe

val
100

Ser

Thr

Ile

SEQUENCE :

Asn Leu Ser

Leu

His

Lys

50

Asn

Leu

Ala

Glu

Ala

Asp

35

Ala

Leu

Glu

Asp
115

Gln
20

Phe

Gln

Phe

val
100

Ser

165

SEQ ID NO 77
LENGTH:
TYPE :

ORGANISM: human alpha interferon

166
PRT

77

Gln

5

Met

Gly

Ala

Ser

Phe

85

ITle

Tle

Glu

Met

Lys
165

SEQ ID NO 78
LENGTH:
TYPE
ORGANISM: human alpha

166
PRT

78

Gln

5

Met

Glu

Ala

Ser

Phe

85

Tle

ITle

Thr

Gly

Leu

ITle

Thr

70

Ser

Gln

Leu

Arqg
150

Asp

Thr

Arg

Phe

Tle

Thr

70

Tyr

Gln

Leu

His

Arg

Pro

Ser

55

Glu

Thr

Glu

Ala

Lys

135

Ser

His

Pro

Ser
55

Tle

Glu

Ala

Ser

Tle

Gln

40

Val

Asp

Glu

Val

val
120

Leu

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

105

Arg

Ser

Ser

Gly

10

Pro

Glu

His

Ser

Tyr

90

Met

Pro

Phe

interferon

Ser

Ile

Gln

40

Val

Asn

Glu

Val

vVal
120

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly
105

Asn
10

Pro

Glu

His

Ser

Phe

90

val

155

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

Ser
155

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Ala

140

Thr

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Gly

45
Tle
Trp
Leu
Thr
Gln
125

Trp

Asn

Gly

45

Met

Trp

Met

Thr

Gln
125

Ala

Leu

30

Asn

Gln

Glu

Asn

Pro

110

Arg

Glu

Leu

Thr

Leu

30

Asn

Gln

Asp

Asn

Pro
110

Leu

15

Gln

Gln

Gln

Asn

95

Leu

Tle

val

Gln

Leu

15

Gln

Gln

Glu

Asp

95

Leu

Ile

160

Tle

Asp

Phe

Thr

Ser

80

Leu

Met

Thr

Val

Lys
160

Met

Asp

Phe

Thr

Thr

80

Leu

Met

Thr

33



Leu

Arg
145

Arg

<210>
<211>
<212>
<213>

<400>

Arg

Gln

Phe

65

Leu

Glu

Asn

Leu

Arg

145

Arg

<210>
<211>
<212>
<213>

<400>

Arg

Gln

Phe
65

Leu

Glu

Tyr
130

Ala

Leu

39

—continued

US 6,455,253 Bl

Leu Met Glu Lys Lys Tyr Ser Pro Cys Ala Trp Glu Val Val

135

140

Glu Ile Met Arg Ser Leu Ser Phe Ser Thr Asn Leu Gln Lys

150

Arg Arg Lys Asp

SEQUENCE :

Asp Leu Pro

Leu

His

Lys

50

Asn

Leu

Ala

val

Tyr

130

Ala

Leu

Asp

Leu

His

Lys

50

Asn

Leu

Ala

Ala

Asp

35

Thr

Leu

Glu

Asp
115
Leu

Glu

Arg

Leu

Ala

Asp

35

Ala

Leu

Asp

Gln
20
Phe

Gln

Phe

val

100

Ser

Thr

Tle

Arqg

SEQUENCE :

Pro

Gln

20

Phe

Glu

Phe

val
100

165

SEQ ID NO 79
LENGTH:
TYPE :
ORGANISM: human alpha interferon

166
PRT

79

Gln

5

Met

Gly

Ala

Ser

Phe

85

Tle

Tle

Glu

Met

Lys
165

SEQ ID NO 80
LENGTH:
TYPE :
ORGANISM: human alpha interferon

166
PRT

80

Gln
5

Met

Ala

Ser

Leu

85

Met

Thr

Gly

Phe

Tle

Thr

70

Ser

Gln

Leu

Arg
150

Asp

Thr

Phe

Ile

Thr
70

Gln

His

Pro

Ser

55

Glu

Thr

Glu

Ala

Lys

135

Ser

His

Pro

Ser
55

Thr

Glu

Ser

Tle

Glu

40

val

Asp

Glu

Val

Val

120

Tyr

Leu

Ser

Tle

Gln

40

Val

Asp

Glu

Val

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

105

Arg

Ser

Ser

Leu

Ser

25

Glu

Leu

Ser

Leu

Trp
105

Gly

10

His

Glu

His

Ser

Tyr

90

val

Pro

Phe

Gly
10

Leu

Glu

His

Ser

Tyr

90

Val

155

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

Ser
155

His

Phe

Phe

Glu

vVal

75

Gln

Gly

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Ala

140

Thr

Ser

Asp

val

60

Ala

Gln

Gly

Gly

45
Tle
Trp
Leu
Thr
Gln
125

Trp

Asn

Gly

45
Ile
Trp

Leu

Thr

Ala

Leu

30

His

Gln

Glu

Asn

Pro

110

Arg

Glu

Leu

Thr

Leu

30

Asn

Gln

Asp

Asn

Pro
110

Leu

15

Gln

Gln

Gln

Asp

95

Leu

Tle

Val

Gln

Met

15

Gln

Gln

Glu

Asp

95

Leu

160

Tle

Asp

Phe

Thr

Ser

80

Leu

Met

Thr

Val

Lys
160

Met

Asp

Phe

Thr

Arg

80

Leu

Met

90



Asn

Leu

Arg
145

<210>
<211>
<212>
<213>

<400>

Gln

Phe

65

Leu

Glu

Asn

Leu

Arg

145

Gly

<210>
<211>
<212>
<213>

<400>

Arg

Gln

Phe
65

Leu

Glu
Tyr
130

Ala

Leu

Asp

Leu

His

Lys

50

Asn

Leu

Ala

Glu

Tyr

130

Ala

Leu

Asp
115

Leu

Glu

Leu

Ala

Glu

35

Thr

Leu

Glu

Asp
115

Leu

Glu

Arg

Ser Ile Leu

Thr Glu Lys

Ile Met Arg

150

Arg Lys Glu

SEQUENCE :

Pro

Gln

20

Phe

Gln

Phe

val

100

Phe

Met

Ile

Arqg

SEQUENCE :

Asp Leu Pro

Leu

His

Lys

50

Asn

Leu

Ala

Asp

35

Ala

Leu

Asp

Gln

20

Phe

Gln

Phe

Glu

165

SEQ ID NO 81
LENGTH:
TYPE
ORGANISM: human alpha

166
PRT

81

Gln
5

Met

Ala

Ser

Phe

85

Tle

ITle

Glu

Met

Lys
165

SEQ ID NO 82
LENGTH:
TYPE:
ORGANISM: human alpha

166
PRT

82

Gln

5

Met

Glu

Ala

Ser

Phe
85

Thr

Gly

Phe

Tle

Thr

70

Ser

Gln

Leu

Arg
150

Asp

Thr

Arg

Phe

Tle

Thr
70

91

Ala
Lys
135

Ser

His

Pro
Ser

55
Glu
Thr
Glu
Ala
Lys

135

Ser

His
Arg
Pro

Ser
55

Ile

val
120

Phe

Arg

Ser

Ser

Lys

Pro

Ser

interferon

Ser

Tle

Glu

40

vVal

Asp

Glu

Val

Val

120

Phe

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

105

Ser

Ser

Arg

10

Pro

Glu

His

Ser

Tyr

90

val

Pro

Phe

interferon

Ser

Tle

Gln

40

Val

Asp

Glu

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

10

Pro

Glu

His

Ser

Asp
90

Tyr

Cys

Ser
155

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

Ser
155

Asn

Phe

Phe

Glu

Ala

75

Gln

—continued

Phe
Ala

140

Arg

Arg

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Ala

140

Thr

Ser

Asp

Met

60

Ala

Gln

Gln
125
Trp

Asn

Arg

Gly

45
Tle
Trp
Leu
Thr
Gln
125

Trp

Asn

Asp
45
Tle

Leu

Leu

Arg

Glu

Leu

Ala

Leu

30

His

Gln

Glu

Asn

Pro

110

Glu

Leu

Ala

Leu
30

Gln

Asp

Asn

Tle

val

Gln

Leu

15

Gln

Gln

Gln

Asp

95

Leu

Ile

val

Leu
15

Gln

Gln

Glu

Asp
95

US 6,455,253 Bl

Thr

Val

Glu
160

Tle

Asp

Phe

Thr

Ser

80

Leu

Met

Thr

vVal

Lys
160

Tle

Asp

Phe

Thr

Thr

80

Leu

92



Glu

Leu

Arg
145

<210>
<211>
<212>
<213>

<400>

Gln

Phe

65

Leu

Glu

Asn

Leu

Arg

145

Arg

<210>
<211>
<212>
<213>

<400>

Arg

Gln

Phe
65

Ser

Glu

Tyr

130

Ala

Leu

Asp
115

Leu

Glu

val

100

Ser

Thr

Tle

Ser

SEQUENCE :

Asp Leu Pro

Leu

His

Lys

50

Asn

Leu

Ala

Ala

Tyr

130

Ala

Leu

Asp

Leu

His

Lys

50

Asn

Ala

Asp

35

Ala

Leu

Asp

Asp
115

Leu

Glu

Arg

Gln
20
Phe

Pro

Phe

Val

100

Ser

Thr

Tle

Arg

SEQUENCE :

Met

Tle

Glu

Met

Lys
165

SEQ ID NO 83
LENGTH:
TYPE :
ORGANISM: human alpha

166
PRT

83

Glu

5

Met

Gly

Ala

Thr

Phe

85

Met

Tle

Glu

Met

Lys
165

SEQ ID NO 84
LENGTH:
TYPE :

ORGANISM: human alpha

166
PRT

84

Leu Pro Gln

Ala
Asp
35

Ala

Leu

Gln

20

Phe

Gln

Phe

5

Met

Gly

Ala

Ser

Gln

Leu

Lys

Arg

150

Glu

Thr

Ser

Phe

Ile

Thr

70

Gln

Leu

Arg
150

Glu

Thr

93

Glu
Ala
Lys

135

Ser

His

Pro
Ser

55
Thr
Glu
Ala
Lys

135

Ser

His

Gly Arg

Phe

Tle

Thr
70

Pro

Ser
55

Lys

Val Gly Val

Val
120

Tyr

Phe

105

Arg

Ser

Ser

Lys

Ser

Leu

interferon

Ser

Tle

Gln

40

Val

Asp

Glu

Glu

Val

120

Leu

Leu

Ser

25

Glu

Leu

Ser

Leu

Arqg

105

Ser

Ser

Asp

10

Pro

Glu

His

Ser

Tyr

90

Val

Pro

Leu

interferon

Ser

Ile

Gln

40

Val

Asp

Leu

Ser

25

Glu

Leu

Ser

Gly

10
Pro
Glu

His

Ser

Tle

Ser
155

Asn

Ser

Phe

Glu

Ala

75

Gln

Gly

Ser
155

Asn

Phe

Phe

Glu

Ala
75

—continued

Glu

Phe

Ala

140

Tle

Arg

Ser

Asp

Leu

60

Ala

Gln

Glu

Phe

Ala

140

Thr

Arg

Ser

Asp

Met

60

Ile

Ser
Gln
125

Trp

Asn

Arg

Gly

45
Ile
Trp
Leu
Thr
Arg
125

Trp

Asn

Arg

Gly
15

Tle

Trp

Pro
110
Arg

Glu

Leu

Thr
Leu

30

Asn

Gln

Asp

Asn

Pro

110

Glu

Leu

Ala

Leu

30

Asn

Gln

Glu

Leu

Tle

vVal

Gln

Leu

15

Met

Gln

Gln

Glu

Asp

95

Leu

Tle

val

Gln

Leu

15

Lys

Gln

Gln

Gln

US 6,455,253 Bl

Met

Thr

Val

Lys
160

Met

Asp

Phe

Tle

Asp

80

Leu

Met

Thr

Val

Glu
160

Tle

Asp

Phe

Thr

Ser
80

94



Leu

Glu

Asn

Leu

Arg
145

<210>
<211>
<212>
<213>

<400>

Arg

Gln

Phe

65

Leu

Glu

Asn

Leu

Arg

145

Ile

<210>
<211>
<212>
<213>

<400>

Gln

Leu

Ala

val

Tyr

130

Ala

Leu

Asp

Leu

Pro

Lys

50

Asn

Leu

Ala

Glu

Tyr

130

Ala

Leu

Glu

Asp
115

Leu

Glu

Leu

Ala

Asp

35

Thr

Leu

Glu

Asp
115

Leu

Glu

Arg

val
100

Ser

Thr

Tle

SEQUENCE :

Pro

Gln

20

Phe

Gln

Phe

val

100

Ser

Thr

Tle

Arqg

SEQUENCE :

Phe

85

Tle

ITle

Glu

Met

Lys
165

SEQ ID NO 85
LENGTH:
TYPE:
ORGANISM: human alpha

166
PRT

85

Gln

5

Met

Gly

Ala

Ser

Phe

85

Tle

Ile

Glu

Met

Lys
165

SEQ ID NO 86
LENGTH:
TYPE :
ORGANISM: human alpha

166
PRT

86

Ser

Gln

Leu

Arg
150

Ser

Thr

Gly

Leu

Tle

Thr

70

Ser

Gln

Leu

Arg
150

Asp

95

Thr
Glu
Ala
Lys

135

Ser

His
Arg
Pro
Ser

55
Glu
Thr
Glu
Ala
Lys

135

Ser

Asp Leu Pro Gln Thr His

Leu

Tyr

Lys
50

Ala

Asp
35

Ala

5

Gln Met Gly Arg

20

Phe Gly Phe Pro

Gln Ala Ile Ser

55

Glu

Val

val
120

Phe

Leu

Gly

105

Ser

Ser

Asn
90

val

Pro

Leu

interferon

Ser

Tle

Gln

40

Val

Asp

Glu

Val

Val

120

Leu

Leu

Ser

25

Glu

Leu

Ser

Leu

Gly

105

Arg

Ser

Ser

Gly

10

Pro

Glu

His

Ser

Tyr

90

Met

Pro

Phe

interferon

Ser

Tle

Gln
40

Ala

Leu

Ser

25

Glu

Phe

Gly
10
His

val

His

Gln

Glu

Ser
155

Asn

Phe

Phe

Glu

Ala

75

Gln

Glu

Ser
155

Asn

Phe

Phe

Glu

—continued

Gln

Glu

Phe

Ala
140

Ser

Asp

Met

60

Ala

Gln

Glu

Phe

Ala

140

Thr

Arg

Ser

Asp

Met
60

Leu

Thr

Gln
125

Trp

Tle

Gly
415

Tle

Trp

Leu

Thr

Gln

125

Trp

Asn

Gly
15

Ile

Asn

Pro

110

Arg

Glu

Phe

Ala

Leu

30

Asn

Gln

Glu

Asn

Pro

110

Arg

Glu

Leu

Ala

Leu
30

Asn

Gln

Asp

95

Leu

Ile

val

Gln

Leu

15

Gln

Gln

Gln

Asn

95

Leu

Ile

val

Gln

Leu
15

Gln

Gln

US 6,455,253 Bl

Met

Met

Thr

Val

Glu
160

Tle

Asp

Phe

Thr

Ser

80

Leu

Met

Thr

val

Lys
160

Ile

Asp

Phe

Thr

96



Phe
65

Leu

Glu

Asn

Leu

Arg

145

Gly

Asn

Leu

Ala

Glu

Tyr

130

Ala

Leu

Leu

Asp

Asp
115

Leu

Glu

Arg

Phe

Val

100

Ser

Met

Tle

Arg

Ser

Phe

85

Thr

Tle

Gly

Met

Lys

Thr
70

Tyr

Gln

Leu

Arg
150

Asp

97

Tle
Glu
Ala
Lys

135

Ser

Asp

Glu

Val

Val

120

Phe

Ser

Leu

Gly

105

Ser

Ser

Ser

Phe
90

vVal

Pro

Phe

Ala
75

Gln

Glu

Ser
155

—continued

Ala

Gln

Glu

Phe

Ala

140

Thr

Trp Asp Glu

Leu

Ile

Gln

125

Trp

Asn

Asn

Ala
110

Glu

Leu

Asp

95

Leu

Tle

val

Gln

US 6,455,253 Bl

Thr

80

Leu

Met

Thr

Val

Lys
160

165

<210> SEQ ID NO 87

<211> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: consensus alpha i1nterferon

<400> SEQUENCE: 87

tgtgatctgce
atgggaagaa
gaggagtttg
atccagcaga
ctcctagaaa
atacaggadg
aggaaatact
tgggaggttg

agattaagga

ctcagaccca
tctctececttt
atggcaacca
ccttcaatct
aattttccac
ttggggtgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 88

<211> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: &8

tgtgatctgce
atgggaagaa
gaggagtttg
atccagcadga
ctcctagaaa
atagaggagg
aggaaatact
tgggaggttg

agattaagga

ctcagaccca
tctectececttt
atggcaacca
ccttcaatct
aattttccac
ttgggatgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 89

<211> LENGTH:
<212> TYPE:

501
DNA

cagcctgggt
ctcctgecctg
gttccagaaqg
cttcagcaca
tgaactttac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
gctcaagcca
aaggactcat
cagcaactga
ctgatgaatg
ctgacagaga

tccttetett

alpha interferon

cagcctgggt
ctcctgecectg
gttccagaaqg
cttcagcaca
tgaactttac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
actcaagcca
gaggactcat
cagcaactga
ctgatgaatqg
ctaacagaga

tccctectett

<213> ORGANISM: human alpha interferon

ccttgatact
atgactttgg
tctectgtect
ctgctgcecttg
atgacctgga
aggactccat
agaaatacag

tttcaacaaa

ccttgatact
atgactttgg
tccectgtect
ctgctgcttg
ataacctgga
aggactccat
agaaatacag

tttcaacaaa

cctggcacaa
atttccccag
ccatgagatg
ggatgagagc
agcctgtgtg
cctggctgtg
cccttgtgcece

cttgcaaaaa

cctggcacaa
acttccccag
ccatgagatg
ggaacagagc
agcatgtgtg
cctggctgtg
cccttgtgcce

cttgcaaaaa

60

120

180

240

300

360

420

480

501

60

120

180

240

300

360

420

480

501

98



<400> SEQUENCE: 89

tgtgatctgc
atgggaagaa
gaggagtttg
atccagcaga
ctcctagaaa
atacaggagqg
aggaaatact
tgggaggttg

atattaagga

ctcagaccca
tctecteccttt
atggcaacca
ccttcaatct
aattttccac
ttgggatgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 50

<211> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: S0

tgtaatctgt
atgaggagaa
gaggaatttg
atgcagcaga
ctcctagaaa
atacaggagqg
aagaaatact
tgggaggttyg

agattaagga

ctcaaaccca
tctectececttt
atggcaacca
ccttcaatct
aattctacat
ttggggtgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 51

<211> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: 951

tgtgatctgc
atgggaagaa
gaggagtttg
atccagcaga
ctcctagaaa
atacaggagqg
aggaaatact

tgggaggttg

agattaagga

ctcagaccca
tctecteccttt
atggccacca
ccttcaatct
aattttccac
ttggggtgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 952

<211> LENGTH:
<212> TYPE:

501
DNA

99

cagcctgggt
ctcctgcctg
gttccagaaqg
cttcagcaca
tgaactttac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
actcaagcca
gaggactcat
cagcaactga
ctgatgaatqg
ctaacagaga

tctctectett

alpha interferon

cagcctgaat
ctcctgcecctg
gttccagaaa
cttcagcaca
tgaacttttc
agagactccc
cactctttat
aatcatgaga

a

aacaggagga
aaggacagac
gctcaagcca
aagaactcat
cagcaaatga
ctgatgaatqg
ctgatggaga

tcocctetett

alpha interferon

cagcctgggt
ctcatgcctg
gttccagaaqg
cttcagcaca
tgaactttac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
actcaagcca
gaggactcat
cagcaactga
ctgatgaatqg
ctaacagaga

tccectetegt

<213> ORGANISM: human alpha interferon

US 6,455,253 Bl

—continued

ccttgatact
ctgactttgg
tctctgtect
ctgctgcttg
ataacctgga
aggactccat
agaaatacag

tttcaacaaa

ctttgatgct
atgactttga
tctctgtect
ctgctgcttg
atgacctgga
aggactccat
agaaatacag

tttcaacaaa

ccttgatact
atgatttcgg
tctctgtect
ctgctgcttg
atgacctgga
tggactccat
agaaatacag

tttcaacaaa

cctggcacaa
acttccccag
ccatgagatg
ggaacagagc
agcatgtgtg
cctggctgtg
cccttgtgcec

cttgcaaaaa

catggcacaa
atttccccag
ccatgagatg
ggatgagacc
agcctgtgtg
cctggctgtg
cccttgtgcec

cttgcaaaaa

cctggcacaa
attccccgag
ccatgagatg
ggaacagagc
agcatgtgtg
cctggcectgtg
cccttgtgcec

cttgcaaaaa

60

120

180

240

300

360

420

480

501

60

120

180

240

300

360

420

480

501

60

120

180

240

300

360

420

480

501

100



<400> SEQUENCE: 92

tgtgatctgc
atgaggagaa
gaggagtttg
attcagcaga
cttctagaca
atgcaggagg
agaaaatact
tgggaggttg

aggttaagga

ctcagaccca
tctectctttt
atggcaacca
ccttcaatct
aactctatac
tgtgggtggg
tccaaagaat
tcagagcaga

ggaaggaata

<210> SEQ ID NO 93

<211l> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: 93

tgtgatctgc
atgggaagaa
gaggagtttg
atccagcaga
ctcctagaaa
atacaggadg
aggaaatact

tgggaggttg

ggattaagga

ctcagaccca
tctcteccecttt
atggccacca
ccttcaatct
aattttccac
ttggggtgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 54

<211l> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: 94

tgtgatctgce
atgcgaagaa
gaggagtttg
atccagcaga
cttctagatg
atgcaggaaqg
aggaaatact

tgggaggttg

agattgaaga

ctcagactca
tctctececttt
atgataaaca
ccttcaacct
aattctacat
tgggggtgat
tccaaagaat
tcagagcaga

gtaaggaatg

<210> SEQ ID NO 85

<211> LENGTH:
<212> TYPE:

501
DNA

101

cagcctgggt
ctcctgtctg
gttccagaaqg
cttcagcaca
tgaactttac
agggactccc
cactctctac
aatcatgaga

a

cacaggagga

aaggacagac
gctgaagcca
aaggactcat
cagcagctga
ctgatgaatqg
ctgacagadga

tccttcoctett

alpha interferon

cagcctgegt
ctcctgecttyg
gttccagaaqg
cttcagcaca
tgaactttac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
actcaagcca
gaggactcat
cagcaactga
ctgatgaatg
ctaatggaga

tccttetett

alpha interferon

cagcctgggt
ctcctgecctg
gttccagaaqg
cttcagcaca
cgaacttgac
agagtctccc
cactctatat
aatcatgaga

a

aacaggaggqgq

aaggacagac
gctcaagcca
aaggactcat
cagcagctga
ctgatgaatg
ctgacagaga

tccttoctett

<213> ORGANISM: human alpha interferon

<400> SEQUENCE: 95

US 6,455,253 Bl

—continued

ccatgatgct
atgacttcag
tctctgtect
ctgttgcttg
atgacctgga
aggactccat
aaaagtacag

catcaagaaa

ccttgatact
atgaattcag
tctectgtect
ctgctgcecttg
atgacctgga
aggactccat
agaaatacaqg

tttcaacaaa

ccttgatact
atgactttga
tctectgtect
ctgctgecttt
atgacctgga
aggacttcat
agaaatacag

tatcaatcaa

cctggcacaa
atttccccag
ccatgaggtg
ggatgagagg
agcctgtgtg
cctggectgtg
cccttgtgcecce

cttgcaagaa

cctggcacaa
attcccagag
ccatgagatg
ggaacagagc
agcatgtgtg
cctggctgtg
cccttgtgcecce

cttgaaaaaa

cctggcacaa
attccceccag
ccatgagatg
ggatgagacc
gtcctgtgtg
cctggctgtg
ctcttgtgcc

cttgcaaaaa
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tgtgatctcc
atgagcagaa
gaggagtttg
atccagcaga
ctcctagaca
atgcaggagg
aagaaatact

tgggaggttg

agattaagga

ctgagaccca
tctcteccecttce
atggcaacca
tcttcaacct
aattctgcac
agagggtggg
tccaaagaat
tcagagcaga

ggaaggaata

<210> SEQ ID NO 96

<211> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: 96

tgtgatctgc
atgggaagaa
gaggagtttyg
atccagcaga
ctcctagaaa
atacaggagqg
aagaaatact

tgggaggttg

agattaagga

ctcagaccca
tctcteccttt
atggcaacca
ccttcaatct
aattttccac
ttggggtgga
tccaaagaat
tcagagcaga

ggaaggaatqg

<210> SEQ ID NO 97

<211> LENGTH:
<212> TYPE:

501
DNA

<213> ORGANISM: human

<400> SEQUENCE: 97

tgtgatctgc
atgggaagaa
gaggagtttg
atccagcaga
ctcctagaaa
atacaggagqg
aggaaatact
tgggaggttyg

agattaagga

ctcagaccca
tctectececttt
atggcaacca
ccttcaatct
aattttccac
ttgggatgga
tccaaagaat
tcagagcaga

ggaaggattg

<210> SEQ ID NO 98

<211> LENGTH:
<212> TYPE:

501
DNA

103

cagcctggat
ctcctgtctg
gttccagaaqg
cttctccaca
cgaactctac
agaaactccc
cactctctat
aatcatgaga

a

aacaggagga
atggacagac
gctccagcca
aaagattcat
cagcagctga
ctgatgtacqg
ctgacagaga

tcocctetett

alpha interferon

cagcctgggt
ctcctgcctg
gttccagaaqg
cttcagcaca
tgaacttaac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
gctcaagcca
aaggactcat
cagcagctga
ctgatgaatqg
ctgacagaga

tccttectett

alpha interferon

cagcctgggt
ctcctgcecctg
gttccagaaqg
cttcagcaca
tgaactttac
agagactccc
cactctttat
aatcatgaga

a

aataggaggqg

aaggacagac
actcaagcca
gaggactcat
cagcaactga
ctgatgaatqg
ctaacagaga

tctctetett

<213> ORGANISM: human alpha interferon

<400> SEQUENCE: 98

US 6,455,253 Bl

—continued

ccttgatgcet
atgactttgg
tctctgtect
ctgctgcttg
atgacttgga
cggactccat
agaaatacag

tatcaacaaa

ccttgatact
atgactttgg
tctctgtect
ctgctacttg
atgacatgga
tggactctat
agaaatacag

tatcaaaaat

ccttgatact
ctgactttgg
tctctgtect
ctgctgcttg
ataacctgga
aggactccat
agaaatacag

tttcaacaaa

cctggcacaa
atttccccag
ccatgagctg
ggatgaggac
agcctgtgtg
cctggctgtg
cccttgtgcec

cttgcaagaa

cctggcacaa
attcccccaa
ccatgagatg
ggaacagagc
agcctgcgtg
cctggctgtg
cccttgtgcet

ttttcaagaa

cctggcacaa
acttccccag
ccatgagatg
ggaacagagc
agcatgtgtg
cttggctgtg
cccttgtgcec

cttgcaaaaa
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105
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-continued

tgtgatctgc ctcagactca cagcctgggt aataggaggg ccttgatact cctggcacaa 60

atgggaagaa tctctcattt ctcctgcctg aaggacagat atgatttcgg attcccccaqg 120

gaggtgtttg atggcaacca gttccagaag gctcaagcca tctectgcctt ccatgagatg 180

atccagcaga ccttcaatct cttcagcaca aaggattcat ctgctgcttg ggatgagacc 240

ctcctagaca aattctacat tgaacttttc cagcaactga atgacctaga agcctgtgtg 300

acacaggagqg ttggggtgga agagattgcc ctgatgaatg aggactccat cctggctgtg 360

aggaaatact ttcaaagaat cactctttat ctgatggaga agaaatacag cccttgtgcc 420

tgggaggttg tcagagcaga aatcatgaga tccttctctt tttcaacaaa cttgcaaaaa 480

ggattaagaa ggaaggattg a 501

<210> SEQ ID NO 99

<211> LENGTH: 11

<212> TYPE: PRT

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Protease
peptide substrate

<400> SEQUENCE: 99

Arg Gly Val Val Asn Ala Ser Ser Arg Leu Ala

1 5 10

<210> SEQ ID NO 100

<211> LENGTH: 44

<212> TYPE: DNA

<213> ORGANISM: Artificial Sequence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Introduced
Sfi I site

<400> SEQUENCE: 100

ttccatttca tacatggccg aaggggccgt gccatgagga tttt 44

<210> SEQ ID NO 101

<211> LENGTH: 50

<212> TYPE: DNA

<213> ORGANISM: Artificial Seqguence

<220> FEATURE:

<223> OTHER INFORMATION: Description of Artificial Sequence: Introduced
sfi T site

<400> SEQUENCE: 101

ttctaaatge atgttggcct ccttggceccgg attctgagcecc ttcaggacca 50

What 1s claimed 1s:

1. A method for evolving a polypeptide to comprise an
improved serum half-life or stability, the polypeptide being
encoded by a DNA substrate molecule, the method com-
prising;:

(a) providing a library of variants of the DNA substrate

molecule;

(b) transforming the variants of (a) into host cells;

(¢) expressing the variants of (b) to provide polypeptide
expression products;

(d) screening or selecting from the polypeptide expression
products of (¢) an evolved polypeptide comprising the
improved serum half-life or stability relative to the
polypeptide encoded by the DNA substrate molecule in
VIVO;

(e) recovering an evolved DNA substrate molecule that
encodes the evolved polypeptide of (d); and,

55
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(f) expressing the evolved DNA substrate molecule,
thereby providing the evolved polypeptide comprising
the 1mproved serum half-life or stability.

2. The method of claim 1, wherein the wvariants are
cenerated by one or more of: recursive sequence
recombination, PCR mutagenesis, cassette mutagenesis,
oligonucleotide-directed mutagenesis, site-directed
mutagenesis, doped oligo mutagenesis, chemical
mutagenesis, or propagation of the DNA substrate molecule
through bacterial mutator strains.

3. The method of claim 1, wherein the polypeptide
expression products of (c¢) are displayed on surfaces of the
host cells.

4. The method of claim 1, further comprising repeating,
(a)—(e) at least once, wherein the evolved DNA substrate
molecule recovered in a prior performed (¢) i1s used as the
DNA substrate molecule in a subsequent repeated (a) to
further evolve the evolved DNA substrate molecule.
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5. The method of claim 1, wherein the polypeptide
encoded by the DNA substrate molecule comprises all or
part of a protein selected from Table I or alpha interferon.

6. The evolved DNA substrate molecule produced by the
method of claim 1.

7. The evolved polypeptide produced by the method of
claim 1.

8. The method of claim 1, wherein the polypeptide
expression products of (¢) and the polypeptide encoded by
the DNA substrate molecule of (d) are derivatized with a
half-life extending moiety prior to determination of half-life
or stability in step (d).

9. The method of claim 1, wherein the evolved polypep-
tide of (f) 1s derivitized with a half-life extending moiety.

10. The method of claims 8 or 9, wherein the half-life
extending moiety 1s attached to an N-terminus of the
polypeptide expression products, the polypeptide encoded
by the DNA substrate molecule, or the evolved polypeptide.

11. The method of claim 8 or 9, wherein the half-life
extending moiety 1s a polymer.

12. The method of claim 11, wherein the polymer is
polyethylene glycol.

13. The method of claim 1, wherein the evolved DNA
substrate molecule of (e) is subjected to mutagenesis to
generate mutagenized products.

14. The method of claim 13, wherein the mutagenesis
comprises one or more of: recursive sequence
recombination, PCR mutagenesis, cassette mutagenesis,
oligonucleotide-directed mutagenesis, site-directed
mutagenesis, doped oligo mutagenesis, chemical
mutagenesis, or propagation of the evolved DNA substrate
molecule through bacterial mutator strains.

15. The method of claim 13, wherein the mutagenized
products are used as the library of variants in a repeated (a).

16. The method of claim 13, wherein at least one codon
in the evolved DNA substrate molecule 1s substituted with a
codon encoding an amino acid capable of being derivatized
by a half-life extending moiety.

17. The method of claim 13, wherein at least one codon
encoding an amino acid capable of being derivatized by a
half-life extending moiety 1s added to the evolved DNA
substrate molecule.

18. The method of claim 16 or 17, wherein the amino acid
1s lysine.

19. The method of claim 18, further comprising attaching
at least one polyethylene glycol moiety to the lysine.

20. A method for evolving a DNA substrate molecule
encoding a polypeptide comprising an improved serum
half-life or stability, the method comprising:

(a) transfecting a host cell with at least first and second
DNA substrate molecules wherein the first and second
DNA substrate molecules are recombined 1n the host
cell;

(b) expressing the recombined DNA substrate molecules
of (a) to provide polypeptide expression products;

(¢) screening or selecting from the polypeptide expression
products of (b) an evolved polypeptide comprising the
improved serum half-life or stability relative to the
polypeptide encoded by the DNA substrate molecule;
and,

(d) derivatizing the evolved polypeptide of (c) with a
half-life extending moiety.

21. The method of claim 20, wherein the half-life extend-

ing moiety 1s a polymer.

22. The method of claim 21, wherein the polymer is

polyethylene glycol.

23. A method for evolving a DNA substrate molecule

encoding a polypeptide comprising an improved serum
half-life or stability, the method comprising;:
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(a) transfecting a host cell with at least first and second
DNA substrate molecules wherein the at least first and
second DNA substrate molecules are recombined 1n the
host cell;

(b) expressing the recombined DNA substrate molecules
of (a) to provide polypeptide expression products;

(¢) derivatizing the polypeptide expression products of (b)
with a half-life extending moiety to provide derivatized
polypeptide expression products; and,

(d) screening or selecting from the derivatized polypep-
tide expression products of an evolved polypeptide
comprising the improved serum half-life or stability
relative to the polypeptide encoded by the DNA sub-
strate molecule derivatized with the half-life extending
moiety.

24. The method of claim 23, wherein the half-life extend-

Ing moiety 1s a polymer.

25. The method of claim 24, wherein the polymer 1is
polyethylene glycol.

26. The method of claim 1, wherein (a) comprises con-
ducting a multi-cyclic polynucleotide extension process on
partially annealed polynucleotide strands having sequences
from the DNA substrate molecules under conditions
whereby one strand serves as a template for extension of
another strand with which 1t 1s partially annealed to provide

the library of variants of the DNA substrate molecules.
27. The method of claim 1, wherein (a) comprises:

(1) providing single-stranded polynucleotides, wherein at
least one of the DNA substrate molecules differs from
at least one of the single-stranded polynucleotides 1n at
least one nucleotide;

(i1) fragmenting the DNA substrate molecules to provide
a mixture of fragmented substrate molecules that are
capable of annealing to the single-stranded polynucle-
otides;

(i11) contacting the single-stranded polynucleotides with

the mixture of fragmented substrate molecules to pro-
vide annealed nucleic acids; and

(iv) contacting the annealed nucleic acids with a
polymerase, a ligase, or both a polymerase and a ligase
to provide the library of variants of the DNA substrate
molecules.

28. A method for evolving polypeptides to comprise an
improved serum half-life or stability, the polypeptides being
encoded by DNA substrate molecules, the method compris-
ng:

(a) providing a library of variants of the DNA substrate

molecules;

(b) transforming the variants of (a) into host cells;

(c) expressing the variants of (b) to provide polypeptide
expression products;

(d) screening or selecting from the polypeptide expression
products of (c¢) evolved polypeptides comprising the
improved serum half-life or stability relative to the

polypeptides encoded by the DNA substrate molecules;
and,

(¢) derivatizing the evolved polypeptides of (d) with a
half-life extending moiety 1 order to further extend the
in half-life or stability of the evolved polypeptides.

29. The method of claim 28, wherein (a) comprises

conducting a multi-cyclic polynucleotide extension process
on partially annealed polynucleotide strands having
sequences from the DNA substrate molecules under condi-
tions whereby one strand serves as a template for extension
of another strand with which it 1s partially annealed to
provide the library of variants of the DNA substrate mol-
ecules.
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30. The method of claim 28, wherein (a) comprises:

(1) providing single-stranded polynucleotides, wherein at
least one of the DNA substrate molecules differs from
at least one of the single-stranded polynucleotides 1n at
least one nucleotide;

(i1) fragmenting the DNA substrate molecules to provide
a mixture of fragmented substrate molecules that are
capable of annealing to the single-stranded polynucle-
otides;

(ii1) contacting the single-stranded polynucleotides with
the mixture of fragmented substrate molecules to pro-
vide annealed nucleic acids; and

(iv) contacting the annealed nucleic acids with a

polymerase, a ligase, or both a polymerase and a ligase
to provide the library of variants of the DNA substrate

molecules.
31. The method of claim 28, wherein the half-life extend-

ing moiety 1s a polymer.

32. The method of claim 31, wherein the polymer 1s
polyethylene glycol.

33. A method for evolving polypeptides to comprise an
improved serum half-life or stability, the polypeptides being
encoded by DNA substrate molecules, the method compris-
Ing:

(a) providing a library of variants of the DNA substrate

molecules;

(b) transforming the variants of (a) into host cells;

(¢) expressing the variants of (b) to provide polypeptide
expression products;

(d) derivatizing the polypeptide expression products of (¢)
with a half-life extending moiety to provide derivatized
polypeptide expression products; and,

(e) screening or selecting from the derivatized polypep-
tide expression products of (d) evolved polypeptides
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comprising the improve serum half-life or stability
relative to the polypeptides encoded by the DNA sub-
strate molecules derivatized with the half-life extend-
Ing moiety.

34. The method of claim 33, wherein (a) comprises
conducting a multi-cyclic polynucleotide extension process
on partially annealed polynucleotide strands having
sequences from the DNA substrate molecules under condi-
tions whereby one strand serves as a template for extension
of another strand with which it 1s partially annealed to
provide the library of variants of the DNA substrate mol-
ecules.

35. The method of claim 33, wherein (a) comprises:

(1) providing single-stranded polynucleotides, wherein at
least one of the DNA substrate molecules differs from
at least one of the single-stranded polynucleotides 1n at
least one nucleotide;

(1) fragmenting the DNA substrate molecules to provide
a mixture of fragmented substrate molecules that are
capable of annealing to the single-stranded polynucle-
otides;

(i11) contacting the single-stranded polynucleotides with

the mixture of fragmented substrate molecules to pro-
vide annealed nucleic acids; and

(iv) contacting the annealed nucleic acids with a
polymerase, a ligase, or both a polymerase and a ligase
to provide the library of variants of the DNA substrate
molecules.

36. The method of claim 33, wherein the half-life extend-

Ing moiety 1s a polymer.

37. The method of claim 36, wherein the polymer is

polyethylene glycol.
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